1NB1F0 Institut für biologische Forschung - Köln _ 

SUBREPORT P 0500/3057 GD81 (R) Bl 4 WS BC PAGE 4-35 


integrator/plotter: Shimadzu 
Chromatopac GR, B, 

Shimadzu GmbH, 

D-4000 Düsseldorf 

hydrogen, 
nitrogen, 
synthetic air, 

Linde AG, 

D-5000 Köln 


Procedure 
Analysis: 


approx. 1 ul injected directly into 
capillary column at ambient temperature 


Gas chromatography 
Columns 


Stationary phase; 


Carrier gas and 
column head pressure: 


Make-up gas and flow 
rate: 

Oven temperature: 


Injector temperature: 


Detector temperature: 
Computation: 


30 m x 0.32 mm inner diameter, 
fused silica deactivated with 
polysiloane 

wall coated, DB-5 (a), film 
thickness: 0.25 nm ^ 

\\ i/O 

hydrogen, 0.8 (bar v | ( corresponding 
linear velocity: 55 cm/sec at 55 
degrees centigrade) 


nitrogen, 30 ml/min 

temperature program: 0.5 min at 
55 degrees centigrade, rate 10 
degrees centigrade/min up to 260 
degrees centigrade, 10 min at 260 
degrees centigrade 

ambient, upper part cooled with 
air 

325 degrees centigrade 

gas Chromatographie determination of 
a Standard solution of several fatty 
acid methyl esters, determination of 
relative response factors using the 
internal Standard method 


Scientific Version: SOP BC 179/2 

Text version: 17.Aug.83 


(a) non extractable stationary phase = cross linked and chemically 
banded silicone containing 5 0/0 phenyl and 95 0/0 methyl groups 

2284 Source: https://www.indusfrydocuments.ucsf.edu/docs/qndlOOOO 
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4.21 Preparation of Protein for SPS Polyacrylamide Electrophoresis 

Principle: dissociation of protein subunits 

with a sulfhydryl compound (beta- 
mercaptoethanol) and denaturation 
as well as surface coating with a 
negatively charged detergent (SDS) 


Time 

Sampling: on day 22 

Preparation; within 7 d after sampling 


Sample material and quantity: PLC homogenste, approx. 1E6 macro- 

phages 


Results expressed in: 


Equipment: micro vials: type "Eppendorf", poly- 

propylene, no . 3810, 
thermostat: type "Eppendorf", 
no• 3401, 

Netheler und Hinz GmbH, 

D-2000 Hamburg 65 

whirlmix: no. 34526, 

Cenco Deutschland GmbH, 

D-5667 Haan 

analytical balance: model 2001 MP, 
Sartorius GmbH, 

D-3400 Göttingen 

pH meter: PW 9409, 

Philips GmbH, 

D-3500 Kassel 

magnetic stirrer: Ika-Combimag RCO, 
Janke und Kunkel GmbH und Co. KG, 
D-7813 Staufen 


Chemicals: disodium hydrogen phosphate-2-hydrate, 

no. 6580, 

sodium dihydrogen phosphate-1-hydrate, 
no. 6346, 


0984 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 
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beta-mercaptoethanol, no. 805740, 
glycerol, no. 4094, 
bromophenol blue, no. 8122, 

E. Merck, 

D-6100 Darmstadt 1 

sodium dodecyl sulfate (SDS), 
no. 20760, 

Serva Feinbiochemica GmbH und Co. KG, 
D-6900 Heidelberg 1 

iodoacetamide, no. I 6125, 

Sigma Chemie GmbH, 

D-8028 Taufkirchen 

SDS phosphate buffer: 

9.75 mmol phosphate buffer/1 with 
25 ml beta-methaptoethanol/1 and 
25 g SDS/1 

final pH: 7.0 


Procedure: 


protein incubated for 3 min at 100 
degrees centigrade in SDS phosphate 
buffer, pH 7.0. Thereafter addition 
of bromphenol blue as tracking dye 
and glycerol to increase sample 
density. Further incubation with 
iodoacetamide at 37 degrees centi¬ 
grade for 15 min to prevent aggre- 
gation of subunits 


final concentration of components 
in incubation mixture: 
protein 
SDS 

phosphate buffer, pH 7.0 
beta-mercaptoethanol 
bromophenol blue 
glycerol 
iodoacetamide 


0.5 g/1 
12.5 g/1 
4.88 mmol/1 
12.5 ml/1 
50 mg/1 
250 ml/1 
60.4 mmol/1 


storage at minus 20 degrees centigrade, 
stability unlimited 


Scientific Version: SOP BC 131/3 

Text Version: 23.Aug.84 


9084 
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4.22 SPS Polyacrylamide Gel Electrophoresis 

Principle: Separation of negatively charged 

complexes of proteins with a deter- 
gent (SDS) acccording to their re¬ 
lative molecular mass in an elec- 
trical field across a vertical 
Polyacrylamide gel (Separation gel: 
125 g/1 (= 12.5 0/0) acrylamide, 
stacking gel: 40 g/1 (4 0/0) with 
defined pore size 


Time 

Sampling: on day 22 

Determination: within 6 months after sampling 


Sample material and quantity: protein SDS complexes, 5 to 40 ul 

equiv. to 2.5 to 20 ug protein/slot 


Results expressed in: 


Equipment: magnetic stirrer: Ika-Combimag RCO, 

Janke und Kunkel GmbH und Co. KG, 

D-7813 Staufen 

pH meter: PW 9409, 

Philips GmbH, 

D-3500 Kassel 

glass cell: Desaga Doppeltrennzelle, 
thickness: 1.5 mm, width: 220 mm, 
length: 110 mm, gel volume: 37 ml 
electrophoresis apparatus: System 
Havana, 

Desaga GmbH, 

D-6900 Heidelberg 1 

power supply: no. 2103, 

LKB Instruments, 

D-8032 Gräfelfing 

thermostat: Thermostar RM3, 
Messgerätewerk Lauda, Dr. R. Wobser KG, 
D-6970 Lauda-Königshofen 


2284 
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Chemicals: acrylamide, no. A 8887, 

N,N'-methylene-bis-acrylamide (Bis), 
no. M 7256, 

trizma base (Tris), no. T 1503, 

N,N,N',N 1 tetramethylethylendiamine 
(TEMED), no. T 8133, 
glycine, no. G 7126, 

Sigma Chemie GmbH, 

D-8028 Taufkirchen 

ammonium persulfate, no. 13375, 
sodium dodecyl sulfate (SDS), no. 
20760, 

Serva Peinbiochemica GmbH und Co. KG, 
D-6900 Heidelberg 1 

sucrose, no. 7651, 

EDTA, no. 8418, 

E. Merck, 

D-6100 Darmstadt 1 

stacking gel composition (40 g/1): 


acrylamide 

0.561 

mol/1 

Bis 

6.89 

mmol/1 

sucrose 

0.873 

mol/1 

ammonium persulfate 

1.16 

mmol/1 

TEMED 

1.33 

ml/1 

Tris buffer, pH 6,8 

0.125 

mol/1 

SDS 

3.45 

mmol/1 

EDTA 

2.01 

mmol/1 

Separation gel composition (125 

g/i): 

acrylamide 

1.76 

mol/1 

Bis 

21.6 

mmol/1 

ammonium persulfate 

0.583 

mmol/1 

TEMED 

0.665 

ml/1 

Tris buffer, pH 8.8 

0.374 

mol/1 

SDS 

3.46 

mmol/1 

EDTA 

2.04 

mmol/1 

electrode buffer composition: 


Tris 

50 

mmol/1 

glycine 

0.383 

mol/1 

SDS 

3.47 

mmol/1 

EDTA 

2 

mmol/1 


final pH (a): 8.8 


(a) in absence of SDS 


WB4 
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Procedure 2 


Scientific version; 
Text version: 


4.23 Silver Staini 


Principle: 


Time: 


Sample material and 


Equipment: 


Chemicals: 


glass cells placed in electrode 
buffer at 9 degrees centigrade 

current for 2 glass cells: 48 mA 
for 1 h f afterwards 96 mA 

tracking dye velocity: 
approx. 2.5 cm/h 


SOP BC 142/5 
11.Apr.84 


of Proteins (Bio-Rad Method) 


formation of complex between silver 
salt and fixed proteins, development 
of gray to brown color by developer 
containing paraformaldehyde 


indefinite after fixation of protein 
in gel 


antity: protein SDS complexes, 5 to 40 ul 

equiv. to 0.2 to 1 ug protein/slot 


magnetic stirrer: Ika-Combimag RCO, 
Janke und Kunkel GmbH und Co. KG, 
D-7813 Staufen 

diffusion destainer, no. 146340, 
Desaga GmbH, 

D-6900 Heidelberg 1 


propanol-2, no. 9634, 
acetic acid, no. 62E, 
ethanol, no. 983, 

E. Merck, 

D-6100 Darmstadt 1 


2264 
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silver stain kit, no. 161-0443, 
Bio-Rad Laboratories GmbH, 
D-8000 München 50 


Procedure: Ist fixation: 1 time for at least 

60 min in 250 ml propanol-2/1, 

100 ml acetic acid/1 

2nd fixation: 2 times for at least 
30 min in 100 ml ethanol/1, 50 ml 
acetic acid/1 

oxidation: 1 time for 30 min in 100 ml 
oxidizer concentrate/1 

washing: 3 times for at least 60 
min in bidistilled water 

staining: 1 time for 30 min in 100 ml 
silver reagent/1 

washing: 1 time for at least 10 min 
in bidistilled water 

Ist developing: 1 min in developer 
solution under constant stirring 

2nd developing: 2 times approx. 5 
min in developer solution until 
maximal stain develops 

stopping: immediate addition of 
50 ml acetic acid/1 to last 
developer solution until no 
more gas is formed, approx. 5 min 

above procedure as suggested by 
Bio-Rad in accordance with Merril, 
C.R., Goldman, D., Sedman, S.A., 

Ebert, M.H., Science 211 : 1437- 

1438 (1981) 


SOP BC 234/1 
23. Aug.84 


Scientific Version: 
Text Version: 


ZZQ4 
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4*24 Staininq of Proteins (Coomassie Brilliant Blue Method) 

Principle: binding of dye to fixed proteins, 

removal of excess dye by diffusion 


Time: fixation immediately after electropho- 

resis to prevent diffusion of protein 
subsequently stained 


Sample material and quantity: proteins in polyacrylamide gels 


Results expressed in: 


Equipment: diffusion destainer, no. 146340, 

Desaga GmbH, 

D-6900 Heidelberg 1 


Chemicals: propanol-2, no, 9634, 

acetic acid, no, 62E, 

Coomassie Brilliant Blue R250, no, 
12553, 

E. Merck, 

D-6100 Darmstadt 1 

methanol, no. 8045, 

Baker Chemikalien, 

D-6080 Gross-Gerau 


Procedure: fixation: for at least 15 min in 

250 ml propanol-2/1, 100 ml acetic 
acid/1 

staining: 30 min in 5 g Coomassie 
Brilliant Blue/1, 500 ml methanol/1 
and 100 ml acetic acid/1 

destaining: 2 to 3 days in 100 ml 
propanol-2/1, 100 ml acetic acid/1 
with multiple exchange of destaining 
solution 


Scientific Version: SOP BC 24/3 

Text Version: 21.Peb.84 


2264 
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4.25 Evaluation of Stained Proteins 


Principle: photometric determination of intensity 

of protein stain along the electro- 
phoretic Separation distance, inte- ... 
gration of peak area 


Time: 


within 2 weeks after staining of poly- 
acrylamide gels 


Sample material and quantity: Coomassie Brilliant Blue R250-stai- 

ned polyacrylamide gels 


Results expressed in: peak area (arbitrary units) 


Equipment: dual wavelength Scanner: 

model CS-910, 

Shimadzu Europe, 

D-4000 Düsseldorf 

integrator: LDC 301 with 
printer/plotter, 

Milton Roy Deutschland GmbH, 
D-6467 Hasselroth 2 


Chemicals: 


Procedure 

Photometric scanning: 


Integration: 


Scientific Version: 
Text version: 


stained gels positioned in the 
beam of dual wavelength Scanner beam 
focused in the middle of gel slot 

sample wavelength: 560 nm 
reference wavelength: 400 nm 
mode: absorbance, 
slit size: 1.7 mm x 0.15 mm, 
scan speed: 20 mm/min 

fix mode 


SOP BC 54/2 
21.Feb.84 
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6 

RESULTS AND 

DISCUSSION 

6.1 

<£r 

. Text 



^ <^7ÜT 

7— - 

6.1.1 

) Biochemical 

parameters 







jUivr*** 


ct 



The long ränge goal of studj.e's such as fe - hi s one is to find bio¬ 
chemical markers for specific FLC types, e. g. macrophages, gran- 
ulocytes and lymphocyte^ and/or subpopulations of a single FLC <=— 
type, e. g. bacterio VL-eyira -ally active macrophages. As classical 
biochemical- methods generally require homogenization of tissue, 
the previous identification and Separation of specific cell Popu¬ 
lation is a prerequisite to the assignment of any marker to a 


given cell type. 



, HA 

Flow cytometric ^methods may one day replace classical biochemical 
methods by analyzing single cells in Suspension individually or 
at least by sorting out specific subpopulations for furth er bio¬ 
chemical analysis. W - ith — bheoo* thoughfca classicalT^bio- 


chemi s^^Ter e s J k oo included as parameters in this study, 
These methods are still under developmen yf and are especially Cr- 
limited by their determination in homogenates of the crude pools 
! containing various cell types^described in the following chapters 


’f mS -Vi iS-J.* . 


on microscopic and flow cytometric methods. The short ^term goal 
here is to find the^ detection limits and test for their general 
applicability in FLC studies. IT 

I 
i 

6.1,1*1 IFLC protein pattern in SDS-PAGE 
/ 

The Ist problem in developing a small scaled e lectrophores is 

method lies in the determination of small amounts of protein , 
r \ . , , , xv*3m**h 

L LT, 1 nucrogramj m Solutions containing substances which o-ajr 

SDS,. This problem has now 

A. 


cause artifacts or high blanks, e. g, 






V CUa *\ 
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been :persolved by the adaptiert* of J&te method jfSf where protein is 

precipi tated ^*"Schaff ner and Weissma n^l 97 3$*^ washed and determined 

photometricallyby dye bi ndinq s f ~LG % &—. . ) . With this .methodi / 

s f 

protein can be determined from almost any solution m -ivatregram 


amounts. 




The protein determinations indicate that 1E6 piacrophages/milliliter 
yield approx. 0.1 milligram protein/mil 
... and ...). Except for %£?e increase. 


liter (see BC TABLES 
iffi e to , granul ocytes\ i*n 


1 ~GR)^rfr? poo 1 dependent variations were found. cömparisonM-GR 

and 2-GR to control, however, revealed an approx. 2-fold increase 
in protein for both groups relative to 0-GR (see BC TABLE . .). At 
least part of the increase in the 1-GR can be explained by the 
presence Of the large number of granulocytes, however, the increase 
for 2-GR appears to be due neither to granulocyte or macrophage 
number nor an increase in macrophage size (see microscopic and 
flow cytometric parameters . .. ) . -//,.( fi'-wu'i «ic; ^ *j 

Due to the low con centratign of FLC protein in samples after 


Due to the lo w concentrat ign ot 
washingj ^onl^ a maximum ofVapprox. 
ennld be annlied to the aelK This s 


5 micrograms protein per slot 
could be applied to the gel^l This amount of protein was too small 

to allow quantification of the smaller components of the protein 

$n'Micuct 

pattern when stained with Coomassie $lue (see BC TABLE . . and BC 
FIGURE . Using this method, a decrease in a protein of approx.^ _ 
^■45000 daltons was found for Mj/s and S^S*«exposed groups relative to ^ 
control, while another protein of approx. 15000 daltons demon- 
ettrated, (see BC TABLE .. and BC FIGURE . .). 

As the concentration offsmall samples is tedious and accompanied 
by large lossesj^ the recently described silver staining method 
of Merril et al. (1981) was tested on these samples. This protein 
stain is 10 to 50-fold more sensitive than Coomassie glue (see 
BC FIGURE ..) and offered the possibility of quantitating some 
of the smaller FLC protein components» With this method^the 
decrease in a protein at or about 45000 daltons was confirmed 


but the increase at or about 15000 


vO 


‘ s ' vi 3 , \ \ (Cl«A. 'J ^ 


f 

daltons ^^was not reproduced. 

( . •'/ j / / /, /?!/'■• 

' ^£< \ f >k :• j c j 
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The largest change seen after silver staining of FLC proteins 
was an increase in a protein of approx. 12000 daltons in treatment 
groups. This increase was 4-fold for 1-GR and 7-fold for 2-GR, 
and appears to correlate with a change in FLC protein pattern 
seen in a previous study (a). A small decrease in the amount 
of an approx. 1 6000- dcü.ton)( component was also found for 1-GR <sr 
and 2-GR relative to 0-GR, however changes in this molecular 
weight ränge could also be due to hemoglobin from contaminating 
erythrocytes (see flow cytometer differential counting). 

From the above it appears that there are major changes in the 
protein pattern of FLC after smoke exposure, and silver staining 
increases the sensitivity of this method so that fractions of 
FLC subpopulations, i. e. 1E 4 FLC^which could be obtained by 4r 
sorting in a flow cytometer, might be studied. 


6.1.1.2 FLC phospholipids and fatty ac 



Due to high blanks and.^l-olT''sensitivity of phospholipid deter- 
mination based^^n^arT^anorganic phosphorus assay, the amount of 
phospholipid/in FLC could only be determined for 5 pools (see BC 
TABLE 9).Vrhis parameter also reflects the problem of reference 
point in crude FLC fractions. The number of macrophages as a 
reference do^iot allow for the contribution of granulocytes, while «sa¬ 
ttle smaller size of granulocytes is neglected when the number of 
FLC is taken as a reference. Thus protein appears to be the best 
reference point and should be determined routinely for all frac¬ 
tions in future studies. Despite the small number of data and large 
variations, an extrenv^elevation of phospholipid in FLC, as reported 
for chlorphe ntermine phospho 1 i pidos i s (Reasor, 1 983 ) ( af t e iy£) 
smok^ exposu reT/would not j appear probabl^. This nug geefeecU madixig 





(a) see REFERENCES: INBIFO study A 0500/3056 (FLC substudy) 
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is also in agreement with another smoke exposure study reported 
(De Lucia, 1982). With a detection limit of 5E6 macrophages, 
the determination of phospholipid using the methods described 
does not appear promi^ing for future studies. 

As a capillary gas Chromatographie method for the analysis of 
fatty acid methyl esters (FAME) was available in— t he— - a na ^ yfei^aX 
e ^ e mls _try_ ^ d ep ar and this method is extremely sensitive 
(a)J”"&r\effÄt was made to determine the fatty acid content and 
pattern in the remaining samples. 

As a measure of phospholipid, the total integrated area of FAME 
per 1E6 FLC in each sample was determined. The mean of all weighted 
pools for this parameter in the 0-GR was 4.2 + 0- G (N = 6) units 
FAME total area per 1E6 FLC (see BC TABLES 10 and 11). The mean 
value was decreased in the 1-GR to 0.6-fold relative to the 0-GR, 
while the mean value for the 2-GR was similar to control, 1.1-fold. 
This decrease in the total amount of FAME found per FLC in the 
1-GR, however, isv/probably^o^p^ due to the smaller contribution 
of granulocytes per cell due to their smaller size. 


In addition to total FAME 


the amounts of palmitic acid methyl _ 

ester (PAMEj^and stearic acid methyl ester (SAME) were determined. 

The mean value for PAME of weighted pools for 0-GR was (N = 

C 4) micrograms per 1E6 FLC (see BC TABLES 12 and 13). The same 
Parameter for the 1-GR yielded a value of 23.0 or 0.8-fold of 
control (N = 3). The 1-GR also demonstrated an increasing trend 

with increasing number of cycles. This effect could be explained by 
the decrease in Proportion of granulocytes^ while • r a- , " Biii r' i-la t. " L ' t ' te nd' 
i -& e cir- £ ö *aiid“ , '^fTnp^be a ^i'ng ie ; ^det i eT?'mi s na te i-ons-^of^S-G R 

*^u^d«^A-b^ I ^^e^l% i t'rre^ , '*t5Y 5 ' + l; % h , €? : «-‘B’ame'. The small number of data 
especially for 2-GR, however, do not allow a definitive Inter¬ 
pretation of these effects. 


(a) detection limit for total fatty acid methyl ester (FAME) 
pattern from .LT.1E3 macrophages 
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The mean value for SAME of weighted pools for 0-GR was /(>•? ’+ Ct'A 
(N =.5) micrograms per 1E6 PLC (see BC TABLES 14 and 15), or 
approx. 0.3-fold of PAME for control PLC. This parameter yielded 
values of (ft? + ?A . (N = 4 ) and 10.9 £ r.. (N = 2) for the 1-GR 
and 2-GR respectively. Ttros tTietä was 
bu*(MLLU WHIP 1 üps^-fgr ^t - i 


For the ratio of PAME (16 s 0) to SAME (18 : 0) in the individual 
pools», h e w i w a if, there was a difference between early and late 

cycles (see BC TABLE 16). The mean ratio (16 : 0/18 : 0) for 

all groups for pools 1, 3 and 5 was 1.6-fold of that found for 

pools 2, 4, 6 and 7 (see BC TABLE 17). As the ratio (16 : 0/18 : 0) 

content of surfactant is very high in comparison to cellular 
membrane lipids (Spalding, 1983), this difference in FAME probably 
is related to the presence of surßactant in FLC either as non- 
specifically bound material on the cell surface, or as phagocytized 
material (Eckert, 1983). Thus despit$ the incomplete data set due 
to lack of material, FAME analyses of\FLC appear to be of interest 
in future studies. “• v \ 

• „....Srtc J-v-* ) 


6.1.1.3 Acid phosphatase activity (ACP) 

ACP activity of rat pulmonary macrophages has been reported to 
be increased by cigarette smoke exposure (Martin, 1973). A fluoro- 
metric method has been developed at INBIFO for this parameter 
(a), but no comparison of control and smoke-exposed FLC was made in <^- 
this previous studyy ~5hus - this parameter was included in the 
present study. / 'Hv i |<,'\ 

Although this method is very sensitive, with a detection limit 
of approx. 2E4 FLC, the day to day variations were as much as 
4-fold for the control (see BC TABLE 18). The mean ACP for all 
pools in the 3 experiments for 0-GR was 257 + 41 units per 1E6 


(a) see REFERENCES: INBIFO study A 0500/3052 
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! • | 


FLC. The same values for the 1-GR and 2-GR were 3/3 and 
547 + 61 respectively (see BC TABLES 18 to 24). The mean ratio of 
treatment groups versus control group for each pool and experiment 
were also evaluated in an effort to coiupensate for the day to day 
variations (see BC TABLE 22). The mean ratio for 1-GR for all pools 
in the 3 experiments was 1.9 + 0.8 relative to control, indicating 
at least some induction of ACP after exposure to MSS. The mean 
ratio for 2-GR for all pools in experiment 3 was 1.3 + . In 
consideration of the 4-fold lower dose for SS{‘(^ / ’ these data could 
indicate that no extre ifference between SS^ and MSS should 
be expected in the induction of ACP. The confirmation of such an 
Interpretation, however, will require more data at various doses. 


6.1.2 £LC_distribution_and_number 

As hemocytometer counts from lavage medium have been shown in a 
previous study (a) to be inaccurate due to the low concentration 
of FLC, only cytocentrifuge preparations from lavage medium were 

made and evaluated for comparison to preparations from resuspension 
medium in this study. 

Although the lack of absolute macrophage number did not allow 
the calculation of weighted means for the various lavage media, 
some Information can be gained by the comparison of individual 
pools. 


In cytocentrifuge preparation from lavage medium and resuspension 
medium, 0-GR FLC consisted of approx. 98 percent macrophages, 1 
percent granulocytes and 1 percent lymphocytes (see BC TABLES 
23 to 34 and BC FIGURES ..). A slight increase in the number 
of granulocytes in FLC of 0-GR was seen when PBS plus BSA with or 


(a) 


see REFERENCES: INBIFO study P 0500/3097 
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without PBS plus calcium and magnesium were used as lavage medium 
instead of PBS alone'. This effect of lavage medium on the relative 
number of granulocytes in FLC was confirmed by the data for 2-GR. 
In this group, the relative number of granulocytes increased 
from approx. 13 percent in pool 1 to 31 percent in pool 3 and 22 
percent in pool 5 for lavage medium (see BC TABLE 28 and BC PIGURE 
) -—x -=v ' hi ^ 1 I 


v _.The respective values for relative number of granulocytes for 

,7 tt lo 

resuspension medium were $ percent, percent and 2tf? percent (see 
^^-BCT^TABLEä'30 and BC FIGURE A similar decrease in the relative 


number of granulocytes for 1-GR in pool 1 from 72 percent in lavage 
medium to 60 percent in resuspension medium indicate a specific 

loss of granulocytes during harvest when PBS alone was the lavage 

47) 

medium;—) Due to their lack of adherence, granulocytes were con- 
centrat^ed in the Ist 3 cycles, however, this effect was not in¬ 
creased as much as expected by the addition of calcium and mag- 


ne.sium to PBS (see BC TABLES 28 and 30 and BC FIGURES 


cu-ö o- \ )' 


/ . 

The relative number of lymphocytes was independent of group, 
pool and,unedium (see BC TABLES 31 to 34 and BC FIGURES 


The means of weighted pool s for a bsolut e number of macrophages 
in the 0-GR were 1.4*+ O.^E^), 2. 1M^ 0. ^Ej) and 3.3''^+ 0.1^§)per 
rat for PBS, PBS plus BSA and PBS plus BSA prelavaged with PBS 
plus calcium and magnesium respectively. The^l respective values 
for the 1-GR were 1.0^+^o7l|J), 2.1 V+ 0. 1© and 2.8' + Ö.^ (see BC 
TABLES^^^^BC FIGURE . . ) . Thus both sham and MS^-exposed rats 
demonstrated significant differences in the number of macrophages 
lavaged depending on the lavage medium used but independent of 
their treatment (see BC TABLES 35 and 36 and BC FIGURES ..). The 
pools 1 and"5 also demonstrated a significant decrease in the 
absolute number of lavaged macrophages in the 1-GR relative to 


0-GR which could be interpreted as aa increase in macrophage 

"'(D jL c.tc K a ^ .cv &y/ 
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adherence due to MS ß exposure. Similar effects on absolute macro- 
phage number for 0-GR and 1-GR were also seen in a previous study 
(a). The decrease in absolute macrophage number also seen in 
the same study (a) for 2-GR, was reproduced in this study for 
PBS alone and PBS plus BSA prelavaged with PBS plus calcium and 
magnesium. The weighted means were 0.4E6 and 2.3E6 respectively. 
For PBS plus BSA without prelavage, this parameter for the 2-GR 
was elevated relative to 0-GR and 1-GR, i. e. weighted mean of 
2.6E6 macrophages/rat. 


lall 


For this as well as’all other parameters, however, one must con- 
sider that these are single determinations in this study for SS 


exposure, 

studies. 


and 


«r y be ^mr\ oint 


s of interest future 


Another interesting Observation on absolute macrophage number was^> (c~ 
that despite the unexpectedly large number of macrophages removed 
by prelavage with PBS plus calcium and magnesium, the number of 
macrophages recovered in the following 10 cycles with PBS plus BSA 
was increased for 0-GR and 1-GR relative to the same number of 
cycles with PBS plus BSA without prelavage (see BC FIGURE . .). 

The determination of absolute granulocyte number in a hemocytometer 
with wnafc viable cells has been shown in a previous study 
(a) to be extremly inaccurate. Thus this determination was not 
performed in this study. Changes in the relative number of cell 
populations, however, are interdependent and can be misleading 
or at best difficult to interpret. Therefore, the absolutenumber <~-— 
of granulocytes was calculated from relative values for macro¬ 
phages and granulocytes in cytocentrifuge preparations and the 
absolute number of macrophages in resuspension medium (see BC 
TABLES 37 and 38 and BC FIGURE Both the larger relative 


(a) see REFERENCES: INBIFO study P 0500/3097 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 
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nuraber of granulocy^es in early cycles and the decrease in relative 
number of granulo-cytes recovered with PBS were confirmed by cal- 
culated absolute/numbers. Further, more granulocytes were recovered 

by 3 cycles Oyt^PBS plus calcium and magnesium 3c€ in 10 cycles 

--- 


with PBS alone,. 


'TVZ' 


W 


a 


*bs 


o . 




;\ 


Q> c 3 8 )^ 

6.1,3 Viability_of_macroghages v 


V) 


The viability of FLC determined immediately after harvest by 
dye exclusion appeared to be good, 94 percent or more viable 
macrophages (see BC TABLES 39 and 4 0 and BC FIGURES ..)• Closer 
Observation, however, revealed that pool 1 of experiment 1 for 0-GR 
and 1-GR were the lowest values found (see BC TABLE 39). The means 
of pools (see BC TABLE 40) also revealed a decrease in viability 
for 

(1) early versus late cycles, 

(2) smoke-exposed versus sham control groups 
and 


(3) PBS versus other lavage media, 

These differences, however, were too small to be conviy/ncing 

despite the small Variation seen (see BC FIGURE ..). The calcula- 

tion of the absolute number of nonviable macrophages per rat, 

.<1 i_t pCi o, ■■ - A,— J -Z 

however, lg *V n,i fiacafls« -w these observations 

(see BC TABLE 41 and BC FIGURE The only exception to this 

Statement was the smaller number of nonviable macrophages found for 

2-GR lavaged with PBS. This discrepancy is probably related to the 

extremely low number of macrophages recovered in this group. The 

Problems associated with this "acute" parameter have been discussed 

in detail in a previous report (a). 


(a) see REFERENCES: INBIFO study P 0500/3097 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 
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6.1.4 Number_of_multinucleated_macro 2 hages ( k\\ ic, \ 

The number of multinucleated macrophages has been reported to 
be increased by smoke exposure in a previous study (a), therefore 
this parameter was recorded simultaneously during differential 
counting. Although the apparent Variation in this parameter was 
small, the microscopic data should be considered preliminary 
as only a maximum of 500 macrophages were examined and the relative 
number of multinucleated cells was very small. 

This parameter demonstrated no pool or lavage medium dependent 
variations. The mean of weighted pools for relative number of 
multinucleated macrophages in all 3 lavage media for 0-GR was 1.1 
percent +_ ?'/. (N = 8 ) . This value for the 1-GR, however, was 
increased to^ percent +«>>5 (N = ?.), while the 2-GR was inter- 
mediate, 2*f percent + (N = 2.) (see BC TABLES 43 and 44 and 
BC FIGURES ..). ' U 

The mean absolute number of multinucleated r^crophages lalso con- 
firmed this ranking. The values were 1'§E3 + E3 +iili^and 4**3 

+ for the 0-GR, 1-GR and 2-GR respectively (see BC TABLES 45 and 
46, BC FIGURES ....). The Variation, however, was larger for the 
absolute values. This is largely due to the large difference in 
macrophage number between the various lavage media. 


* 
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kJ 

v5 
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6.1.5 Morphometry_of_macrophages 

\jL(AA% 

As changes in macrophage size and vac/üolization have been reported 
to increase after smoke exposure ( Gevr i-z, ....), the area of macro¬ 
phages, nuclei and vacuoles was determined planimetrically from 



(a) see REFERENCES: INBIFO study A 0500/3016 
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micr ophotographic slides of stained cy tocen tr if ug e <5-ed4 mQnbo 
in this study. 

The changes in macrophage morphology are easily observed by micros- 
copic/examination of cytocentrifuge preparations (see BC FIGURES 
The quantif icat ion of these Parameters, however, is 
difficult, and very much dependent on the quality of the cell 
preparation. In agreement with viability data (see also flow 
cytometer method) cell preparations from lavage with PBS alone were 
of such poor quality that no morphometry could be made (see BC 
FIGURES faßt) . 

(The mean macrophage area of weighted pools from lavage with PBS 
tolus BSA without and with prelavage were 210 square micrometers^;/) 
j (N = 240 ) and 224 square micrometers (N = 469 ) respectively 
The respective values for 1-GR were 365 square micrometers (N/= 
*397) f and for 2-GR, 259 square micrometers (N 55 190) and 275 

square micrometers (N = 230^ (see BC TABLE 47). The difference for 
macrophage size between lavage media for 1-GR and the increase 
with cycle number for 2-GR correlated with an increase in nuclear 
area (see BC TABLES 47 and 49) and is considered to be due to 
unspecific swelling during handeling and/or^dytocentrifuge proce- 
dure. The increase found in smoke-exposed groups was too large to 
be explained by these effects^and has also been /confirmed by flow 
cytometry. ^ q/L . A ..7 


The main change in macrophage morphology after smoke exposure^ 

was the incr©4se in vacuolization. The mean vacuole 

area of weighted pools» from lavage with PBS plus BSA without and 

with prelavage were 0.6 square micrometers (N = 493) and 0.8 square 

cuiCL 

micrometers (N = 1433) respectively (see BC TABLE 51^ BC FIGURE 

. .). The respective values for 1-GR were 2.2 square micrometers 
(N 3 1038) and 2.3 square micrometers (N = 2840). This is equiv- 
alent to a 3 to 4-fold increase in mean vacuole area relative to 
the control. The increase in mean vacuole area for the 2-GR was 




Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 
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much smaller than for 1-GR with a ma^imum of 1.7-fold relative to 
the control (see BC TABLE 51) f however, the vacuole area per macro- 
phage was increased considerably,* 2 
control (see BC TABLE 52, BC FIGURE 
/increased the number but not so much the size of vacuoles. The 
incre ase in per cent of macro phage area covered by vacuoles in the 
1-GR^was even laroe rT 5 to 6-fold of control^ than the increase in 


o 3-fold relative to the 
....). Thus Sexposure 


size of vacuoles (see BC TABLE 53). Thus MS^ exposure increased the 
number and the size of vacuoles. 


6 .1.6 Flow^cytometry^parameters 

6*1.6.1 Evaluation Schemes 


6.1.6.1.1 Viability and esterase assay 

FLC from smoke—exposed rats mainly consist of macrophages and 
granulocytes, which were found to be resolved to a limited degree 
by FWD (Signal area) and AXL (signal height)^ see BC FIGURE . . 
Enhanced resolution was, in some instances, achieved when the 
2 parameters were correlated in a cytogram of FWD versus AXL 
(see (2), (3), and (6), BC FIGURE . .^and BC FIGURE ..). ! 


The 4 parameters involved in the viability and esterase assay, 
FWD, AXL, red and green fluorescence, may be evaluated in different 
ways. TheN^s imple^t method of -ts± dif ferentiating between cell 
types using FWD and AXL (see (1), (2) and (5), BC FIGURE .. and 
BC FIGURE ..) followed by Separation of viable and nonviable 
cells in the FWD versus AXL region (see (3), (4) and (6), BC 

FIGURE ..) was found to be ir^appropriate as nonviable cells were 
not exclusively in the same region as viable cells. Therefore, 
all Signals were used to create a green versus red fluorescence 
cytogram (see (6), BC FIGURE .. and BC FIGURE ..). Atj|FWD versus 
AXL cytogram (7) was then created only from cells in a specified 
region of the green versus red fluorescence (6). This cytogram 
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provide a basis for future method optimization. Taking into con- 
sideration that the FLC samples analyzed by FCM and microscopy 
were processed in completely different ways, the consistency of 
the results was ^upprisingly good (see BC TABLE .. and BC FIGURES 
. . and . . ) . . 1 v 

V. 



In many samples a Sharp peak was seen in AXL histograms which 
corresponded to a cluster in region . .. of the FWD versus AXL 
cytogram (see BC PIGURE . .). As no nucleated cells were found 
in this region, it was assumed that this peak may represent red 
blood cells. This interpretation is e-trong-I-y supported by RBC 
counts from cytocentrifuge preparations (see BC TABLE . .). 


7.1.7 Conclusions 

Of the biochemical methods tested in this study, SDS-PAGE and 
acid phosphatase activity appear to be sensitive enough to be 
use for determinations in separate subpopulations of FLC. The 
acid phosphatase method, however, is based on detection of fluores¬ 
cence product and can be easily adapted to FCM # the single 
cell analysisAsh ould yield even more Information. 

The determinat ion of phospholipids in FLC have been shown to 
be too insensitive to be used extensively in FLC studies. The 
alternative method of F*f^) pattern using capillary GC, however, 
appears y^t o be promising for future studies on FLC lipids in small 
subpopulations. ^ \ 

ö & ^j 

TheYcomposition of FLC was strongly influenced by lavage procedure. 
Generally, the relative number of granulocytes was larger in the 
Ist pool of each lavage. Supplimentation of the lavage medium PBS 
with BSA or calcium and magnesium also increased the proportion of 
granulocytes. 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 
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The large increase in relative number of granulocytes after MS£f 
exposure and the small increase for SS/ exposure were in agree- 
ment with a previous study (a). 

The absolute number of macrophages recovered was also increased 
by supplimentation with BSA. Although an unexpectedly large number 
of macrophages were recovered in the prelavage with PBS plus 
calcium and magnesium, the number of macrophages obtained in 
the following 10 cycles with PBS plus BSA was comparable to the 
same number of cycles without prelavage. 

The number of macrophages recovered from rats exposed to MS/ 
was similar to that for Controls as /g'Vnaariy seen in a previous 
study (a). The decrease in macrophage number after SSj£ exposure was 
also reproduced for PBS alone and PBS plus BSA with prelavage. In 
the case of PBS plus BSA without prelavage, however, the number of 
macrophages recovered from the SS group was increased relative to 
control. As this was only a single determination, no interpretation 
is possible• 

The absolute number of granulocytes confirmed the changes seen 
for relative number of the same, despite the large variations in 
macrophage number between lavage procedures and treatment groups. 

öA 

Viabilit^Yappeared to be lower in PBS alone than for other media. 
Especially the Variation in viability was larger for this medium. 
The Ist pool of each lavage procedure also demonstrated a small 
decrease in viability relative to later pools. 

For the\det^errnination of macrophage morphology, PBS lavaged samples 
were not used as the cell preparations were not well preserved. 
No other changes in macrophage morphology were seen between the 


(a) see REFERENCES: INBIFO study P 0500/3097 


Source: https://www.industrydocuments.ucsf.e /docs/qndl0000 
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3 lavage procedures. There was, however, a definitive increase 
in raacrophage size after smoke exposure. The larger effect of MS^ 
on macrophage size relative to SS^ for PBS plus BSA without pre- 
lavage was not confirmed in PBS plus BSA with prelavage. 


The determination of FLC viability by FCM was shown to be practi- 
cable in this study. In addition to the Information also obtained 
by the trypan blue method, this method can quantitate intermediate 
States indicating acute damage to FLC. As this method is also 
independent of subjective factors, it can and should replace the 
microscopic method in future studies. The effect of lavage media 
and smoke exposure.were simiXar to the microscopic data. y 

The determination of nonspecific esterase activity' of macrophages 
in the same assay, was essentially unimodal^and demonstrated no 
difference between lavage procedure or treatment groups. A bimodal 
distribution was found in granulocytes for this parameter. Due to 
the poor resolution of the 2 subpopulations, however, an exact 
evaluation of these data is not yet possible. 

Phagocytosis as determined by FCM was found to be a sensitive 
Parameter for smoke exposure effects. An increase in phagocytosis 
relative to cont^rol was seen for MS^ and SS$. The small number of 
data available in this study, especially for SS^, were in agreement 
with a previoüs study (a). The analysis of granulocyte 
phagocytosis is a new and interesting aspect of this parameter. Due 
to the small number of granulocytes in the pools for phagocytosis 
from Controls,' no exact evaluation of this parameter was possible. 
The use of granulocyte enriched pools, e. g. pool 5, for such 
studies should be incorporated into future studies. 


S Tw \ 


The values for DNA content of macrophages were shifted to higher 
values compared to granulocytes, possibly due to autofluorescence. 


(a) see REFERENCES: INBIFO study P 0500/3097 
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The determination of DNA distributionV offers an opportunity to 
determine stages of proliferation and multinucleation of macro- 
phages. Both proliferation and multinucleation of macrophages were 
significantly increased in HS p exposed FLC. Variations and limited 
arnount of data do not allow an interpretation of this parameter 
for SS exposed group. 


Differential counts determined with FCM on the basis of AXL and 
FWD are in general agreement with microscopic data, and can be 
refined by the use of additional Parameters such as DNA. Their 
inclusion in a given assay allows the separate analysis of macro- . 
phages and granulocytes in heterogenous FLC samples, and can&vN 
replace the microscopic method in future studies. 


The light scatter Parameters AXL, RAS and FWD were used to analyze 
samples for subpopulations of macrophages for differing morphology. 
AXL demonstrated a significant increase after MS^ exposure relative 
to control. A smaller increase was seen for SSi| exposure. This 

effect probably correlates with an increase in macrophage size 


seen microscopically. 


/v.0 


po r 




For RAS a large increase was also seen for MS^ exposure group 
relative to control. [/^he SS^ exposed group was also signif icantly 
increased relative to control. This group, however, was also 
significantly lower in RAS than the MS group. Due to the lack 
of a suitable logarithmic amplifier, evaluation of this parameter 
was limited, however, it appears to be of potential interest 
as an assay for vacuolization. 

FWD from the viability assay demonstrated no difference between 
the MS^ exposed group and control. For the SS£| exposed group, 
however, a small but significant increase in this parameter was 
seen for viable macrophages. The FWD histogram for this group 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 
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demonstrated a definite bimodal distribution, indicating a high FWD 
subpopulation of macrophages. The appearance of such a new sub- 
population might be seen in correlation with the decrease in 
macrophage number for SS^ exposed rats. This effect could then be 
explained by the compensation of macrophage loss by recruitment of 
monocytes. 

From the results of this study, it is apparent that hand@^ing is 
very critical for FLC Parameters. By 

(1) the replacement of microscopic determination of viability and 
differential counts V the FCM methods and 

(2) the replacement of microscopic cell counting by a coulter 
counter at the site of lavage 

the time from lavage to analysis or fixation should be reduced 
significantly. 

For the application of FCM to FLC parameters the most important 
result of this study was the development of evaluation schemes 
including Software for 

(1) viability, 

(2) phagocytosis and 

(3) DNA assays. 


Supplimentation of PBS as a lavage medium with BSA increased 
macrophage yield and viability. The number of lavaged macrophages 
was further increased by an additional prelavage with PBS plus 
calcium and magnesium. Although the viability for the latter was 
slightly decreased relative to PBS plus BSA without prelavage, this 
lavage procedure including prelavage is considered to be the best 
compromise for future studies. This procedure not only provides 
sufficient FLC for the investigation of various parameters, but 
also yields macrophage fractions with fewer contaminating granulo- 
cytes and RBC. In addition, the prelavage yields a fraction en- 
riched in granulocytes which appear to be of special interest in 
the comparison of^MS^ and SS^ as determined by FCM. 


/T i a) j -^^vw.indus 7 clocuments.ucsf.edu/docs/qndlOOOO 
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6.2 Tables and Figures 


GROUP 

EXPERIMENT 

NO. 

PROTEIN 

POOL 

1 

(mg/l) 

2 

3 

4 

5 

6 

7 

0-GR 

1 

- 

53.1 

- 

93. 1 

89.6 

- 

45.3 


2 

- 

92.7 

- 

59.6 

- 

61.8 

61.8 


3 

- 

- 

- 

114.8 

123.5 

78.3 

88.7 

1 —GR 

1 

- 

79.2 

- 

72.2 

- 

- 

92.7 


2 

- 

173.5 

- 

151.3 

- 

- 

189.6 


3 

- 

- 

- 

187.8 

- 

138.7 

125.3 

2-GR 

3 

- 

- 

100.9 

181.8 

- 

- 

114.8 


BC TABLE 1 

FLC -PROTEIN ^ L ' ~ ^" 1 Z--^- fC P~Z • 

Remarks: amido black method 
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GROUP 

STATISTICAL 

PARAMETER 

PROTEIN 

POOL 

1 

2 

3 

4 

5 

6 

7 

0-GR 

N 


2 


3 

2 

2 

3 

H 4fl (l^Q i ^ ) 


72.9 


89.2 

106.6 

70.1 

65.3 


SE 


- 


16. 1 

- 

- 

12.7 


RSD (0/0) 


- 


31.2 

- 

- 

33.6 

1 —GR 

N 

_ 

2 


3 

_ 

1 

3 

m m. r«w/) 


126.4 


137.1 


138.7 

135.9 


SE 


- 


34.1 


- 

28.5 


RSD (0/0) 


— 


43.1 


- 

36.3 

2-GR 

X 

- 

- 

100.9 

181.8 

- 

- 

114.8 


BC TABLE 2 

FLC-PROTEIN,STATISTICAL PARAMETER 


Remarks: araido black method 
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GROUP 

EXPERIMENT POOL 

RELATIVE 

Mr (a) <£: 

45.5 

PEAK AREA (0/0) 

-(DALTON 1E3) 

16.0 

15. 

0 

O-GR 

i 

2 

32.5 

27.6 

0 




4 

19.5 

26.8 

27. 

3 



7 

21 . 1 

39.0 

0 



2 

2 

16.7 

34.5 

9. 

9 



4 

23.0 

38.8 

12. 

0 



7 

32.9 

33.9 

0 



3 

4 

10.9 

55.9 

0 




7 

29.5 

48,9 

0 


1-GR 

i 

2 

17.2 

36.6 

1 1 . 

7 



4 

14.6 

32.2 

15. 

9 



7 

23.2 

39.7 

8. 

6 


2 

2 

12.2 

12.2 

8. 

2 



4 

15.4 

23.0 

15. 

7 



7 

15.1 

24.5 

15. 

8 


3 

4 

10.1 

33.7 

13. 

7 



7 

13.6 

49.7 

0 



BC TABLE JÜ 3 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS, 

COOMASSIE BLUE STAINING ” 


Remarks: for Mr Standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool 
and day 


(a) relative molecular mass 
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GROUP EXPERIMENT POOL RELATIVE PEAK AREA (0/0) 

Mr (a) ( DALTON 1E3) 



BC TABLE ß'3 (continued) 

RELATIVE PEAK AREA PROM SDS-PAGE OF FLC PROTEINS, 

COOMASSIE BLUE STAINING 

Remarks: for Mr Standards and amount of protein see BC PIGURE: 

values are from a single determination for each pool 
and day 


(a) relative molecular mass 
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GROUP 

STATISTICAL 

PARAMETER 

RELATIVE PEAK AREA (>0^) 

Mr (a) (Z>cct£o* 'Igi) 

45.5 16.0 15.0 

O-GR 

N 

8 

8 

8 


M (%') 

23.26 

38.18 

6.15 


SE 

2.78 

3.54 

3.50 


RSD (0/0) 

33.8 

26.3 

160.8 

1 -GR 

N 

8 

8 

8 


M /■%»/> 

15.18 

31.45 

11.20 


SE 

1 .38 

4.06 

1 .94 


RSD (0/0) 

25.6 

36.5 

49.0 

2-GR 

N 

2 

2 

2 


M (%) 

7.80 

35.15 

21.75 


SE 

- 

- 



RSD (0/0) 

' 




BC TABLE 


i/täf URE LATIVE PEAK AREA PROM SDS-PAGE OF FLC ,7STATISTICALr ) 
(^PARAMETERSCÖÖMASSIE BLUE STAINING ~ . ' 


(a) relative molecular mass 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 


2029028807 




SUBREPORT P 0500/3057 GD91 (R) A3 PS 


GROUP 

EXPERIMENT 

POOL 

RELATIVE PEAK AREA (0/0) 

Mr (a) <£—(ÜALTCW 1E3) 

44.2 20.0 to 19.0 

18 to 17.5 

16.3 


15.5 

to 14.5 

12.4 

0-GR 

1 

2 

17.4 

9.7 

6 

23.6 


6.2 


0 



4 

14.7 

11.7 

11.3 

18.2 


24.8 


0.4 



5 

9.8 

8.1 

9.0 

17.0 


28.5 


1.0 



7 

6.9 

5.9 

20.8 

28.9 


15.4 


1.8 


2 

2 

10.3 

12.5 

12.7 

23.0 


15.7 


1.8 



4 

14.3 

11.6 

11.4 

21.9 


16.5 


0.8 



6 

17.7 

8.5 

9.2 

23.5 


15.2 


1.5 



7 

18.4 

10.8 

10.6 

24.3 


9.0 


0.4 


3 

4 

5.8 

14.7 

14.7 

41.7 

(b) 

3.2 

(b) 

0.4 



5 

3.9 

9.9 

9.0 

16.2 


44.6 


1.5 



6 

4.5 

15.6 

14.7 

29.5 


9.3 


o./j 



7 

6.4 

17.3 

15.2 

39.6 

(b) 

0 


.LT.0.2 (b) 


BC TABLE ZS' . ^ 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS; SILVER STAINING 


Remarks: for Mr Standards and amount of protein see BC FIGÜRE: 

values are from a single determination for each pcx>l and day 


(a) relative molecular mass 

(b) not included in the calculation of means 


8088Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A4 PS 



GROUP 

EXPERIMENT 

POOL 

RELATIVE PEAK AREA 

Mr (a) ^ (DALTON 

44.2 20.0 to 

(0/0) 

1E3) 

19.0 

0 

18. to 17.5 

16.3 

15.5 to 14.5 

12.4 

1 —GR 

1 

2 

8.5 

11.8 


11.7 

22.2 

23.5 

2.4 



4 

11.5 

11.8 


12.2 

17.6 

15.8 

2. 1 



7 

12.4 

14.6 


12.2 

17.6 

10.2 

.LT.0.1 (b) 


2 

2 

11.1 

12. 2 


11.5 

15.4 

19.3 

5.9 



4 

10.3 

12.9 


13.2 

19.1 

19.1 

5.7 



7 

7.^f 

8.5 


12.2 

18.8 

16.0 

4.8 


3 

4 

6.0 

11.8 


12.6 

23.7 

19.5 

4.6 



6 

3.7 

12.9 


11.7 

19.7 

22. 4 

13.4 



7 

6.6 

16.5 


13.2 

19.9 

12.8 

2. 1 


BC TABLETT (continued) ^ _ 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS Y 'SILVER STAINING 

Remarks: for Mr Standards and amount of protein see BC FIGÖRE: 

values are from a single determination for each pool and day 


(a) relative molecular mass 

(b) not included in the calculation of means 


6088Z06Z0Z 


So ree: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A5 PS 


rt\o- 


GROUP EXPERIMENT POOL RELATIVE PEAK AREA (0/0) 

Mr (a) <5- (DALTON 1E3) 

44.2 20.0 to 19.0 18 to 17.5 16.3 15.5 to 14.5 12.4 


2-GR Jj) 

3 

6.0 

8.7 

8.5 

14.3 

26.6 

17.4 

4 

2.4 

5. 1 

6.5 

12.2 

48.8 

3.8 


7 

6.8 

18.9 

13.4 

23.5 

12.4 

1.0 


BC TABLE (continued) _ , . , , _ 

RELATIVE PEAK AREA FROM SDS-PAGE OF FLC PROTEINS, SILVER STAINING 

Remarks: for Mr Standards and amount of protein see BC FIGURE: 

values are from a single determination for each pool and day 


(a) relative molecular mass 


0T88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 






. vw..NÄJ'WVO--».i 


/yi£> 

SUBREPORT P 0500/3057 GD91 (R) A6 PS 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE 

Mr (a) <== 

44.2 

PEAK AREA 

—(DALTON 

20.0 to 


18.0 to 17.5 

16.3 

15.5 to 14.5 

12.4 

r u / vrr 

1E3) 

19.0 

0-GR 

N 

12 

12 


12 

10 

1 1 

1 1 


m C%) 

10.84 

11.36 


12 

22.61 

16.84 

0.9 /O 


SE 

1.57 

0.95 


1.0 YH 

1.43 

3.68 

0^90.20 


RSD (0/0) 

50.1 

29.0 


JJ^r€2^.3 

20.0 

72.5 

62^72.^ 

1 —GR 

N 

9 

9 


9 

9 

9 

8 


m r °a>) 

8.6/y 

12.56 


12.28 

19.33 

17.62 

5.13 


SE 

0.97 

0.73 


0.21 

0.83 

1 .44 

1.31 


RSD (0/0) 

33. 

17.4 


5.1 

12.9 

24.6 

72.1 

2-GR 

N 

3 

3 


3 

3 

3 

3 


M (%) 

5.07 

10.90 


9.47 

16.67 

29.27 

7.40 


SE 

1 .35 

4.13 


2.05 

3.47 

10.59 

5.06 


RSD (0/0) 

46.3 

65.7 


37.5 

36.1 

62.7 

118.5 


BC TABLE yf 

J0m RELATIVE PEAK AREA FROM SDS-PAGE OF FLC, 




•Statistical Parameters/? silver staining 


(a) relative molecular mass 


TT88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 


SUBREPORT P 0500/3057 GD91 (R) Al 0 PS 


A/VO 


GROUP EXPERIMENT POOL QUOTIENTS , RELATIVE PEAK AREA 

RATIO (a) 

Mr (b) <£r- (DALTON 1E3) 

44.2 20.0 to 19.0 18 to 17.5 16.3 15.5 to 14.5 12.4 


1 

2 

0*49 

1.22 

1 .^3C 

0.94 

3.79 

- 


4 

0.78 

1.01 

1.08 

0.97 

0.64 

5.25 


7 

1.80 

2.47 

0.59 

0.61 

0.66 

.LT.0.06 (c) 

2 

2 

1.08 

0.98 

0.91 

0.67 

1.23 

3.28 


4 

0.72 

1.11 

1.16 

0.87 

1.16 

7.13 


7 

0.42 

0.79 

1.15 

0.77 

1.78 

12.00 

3 

2T V' 

1.03 

0.80 

0.86 

0.57 

6.09 

11.50 


0.82 

0.83 

0.80 

0.67 

2.41 

ji&rm r W.t* 


1 

1 .03 

0.95 

0.87 

0.50 

- 

.GT.10.5 (c) 


/ 

/ 


I 


BC TABLE 7 

RATIO OF RELATIVE PEAK AREA FROM SDS-PAGE OF FLC , SILVER STAINING 


(a) treatment group versus control group 

(b) relative molecular mass 

(c) values not used to calculate mean quotient (see BC TABLE ...) 


ZT88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPORT P 0500/3057 GD91 (R) All PS 


GROUP 

EXPERIMENT 

POOL 


AREA 







RATIO (a) 









Mr (b) <£— (DALTON 

1E3) 








44.2 20.0 to 

19.0 

18 to 17.5 

16.3 

15.5 to 

14.5 12.4 

2-GR 

3 

3 

, — 


_ 


_ 

— 



4 

0.41 0.35 


0.44 

0.29 

15.25 

9.50 



7 

1.06 1.09 


0.88 

0.59 


.GT.-Errdjr (c) 

s.oo f 


BC TABLE 7 (continued) 

RATIO OF RELATIVE PEAK AREA FROM SDS-PAGE OF FLC, SILVER STAINING 


(a) treatment group versus control group 

(b) relative molecular mass 

(c) values not used to calculate mean quotient (see BC TABLE ...) 


ET88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) AI 2 PS 


GROUP STATISTICAL RELATIVE PEAK AREA (-6- / 0.) j 

PARAMETER MB*N RATIO (a) / 

Mr (b)<=:-(DALTON 1E3) / 




44.2 

20.0 to 19.0 

18.0 to 17.5 

16.3 

15.5 to 14.5 

12.4 

1 —GR 

N 

9 

9 

9 

9 

8 

6 


M ( 

0.908 

1.129 

0.9^0*^ 

0.730 

2.220 

JW-r9 43.37Z 


SE 

0.136 

0.174 

0.0ß4?7 

0.056 

0.664 

-5T 


RSD (0/0) 

44.9 

46.3 


22.9 

84.6 

sf*o. v 

2-GR 

N X 

2 

2 

2 

2 

1 

1 


M {%) 

0.735 

0.720 

0.660 

0.440 

15.25 

9.50 


SE 

- 

- 

- 

- 

— 

— 


RSD (0/0) 

- 

- 

- 

— 

— 



BC TABLE 8 


4JEÄW' RATIO OF RELATIVE PEAK AREA FROM SDS-PAGE OF FLC, STATISTICAL PARAMETERS 

/ 


(a) treatment group versus control group 

(b) relative molecular mass 


trT88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) AI 3 PS 


GROUP 

EXPERIMENT 

NO. 

POOL 

PHOSPHOLIPID 

H/Cß,0?H/G,£S 
(ug/1E6 Tni-orophy-* ) 

(ug/1E6 FLC) 

(ug/ug FLC protein) 

0—GR 

2 

7 

103.8 

100.1 

1.62 


3 

7 

369.3 

363.0 

4.09 

1 —GR 

2 

4 

261.8 

174.6 

1.15 


3 

7 

227.3 

180.5 

1.44 

2-GR 

3 

4 

236.5 

21 1.2 

1.16 


BC TABLE 9 

FLC PHOSPHOLIPID 

Remarks: data calculated on the basis of inorganic phosphorus determination and 
mean phospholipid molecular weight of 775, calculated on the basis of 
various parameters 



ST88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 




SÜBREPORT P 0500/3057 GD91 (R) AI 4 PS 


/\jS> 


GROUP EXPERIMENT 
NO. 


FAME ( TOTAL AREA 1EG/1 -B 6 FLG - ) «=— Cu f /FC 7LC) 
POOL 




i 

2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5 r 6 and 7 

0-GR 

1 

5.76 

_ 

_ 

<?3 

3.>4 

3.06 

3.373 

4.18 

5.57 

4.09 

4.43 


2 

5.57 

- 

- 

3.79 

2.743" 

3.0#- 

3.7# 

5.1/y 

3.26 

3.87 


3 

9.8#; 

3.3// 

7.24 

7.68 

- 

- 

3.76 

2.79 

3.26 

3.20 










2.6/f 



1-GR 

1 

2.99 

— 


MS 

- 

- 

1.96 

2.4/2. 

2.37 


2 

2.85 


- 

- 

2.58 

- 

1.50 

- 

5.01 

- 


3 

2.9// 

2.05 

2.40 

1.64 

2.78 

2.32 

1.36 

2.2 V 

2.90 

2.33 

2-GR 

3 

- 

4.5/2- 

- 

3.43 

3.33 

3.37 

4.743 

3.24 

3.81 

3.76 


BC TABLE 10 

g affiMj *BSfc=3F FATTY ACID METHYL ESTERS FROM. FLC 

Remarks: 1 determination of a single pool f 5 rats per pool 

Pool 1 and 2JZ and 4, 5, 6 and 7 represents the mean of these pools weighted according to the number 
of cells per pool. 


9T88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 (281 (R) AI 5 PS 



BC TABLE 11 

TOTAL AREA OF FATTY ACID METHYL ESTERS FROM FLC, STATISTICAL PARAMETERS 


Remarks: 


1 determinati 
Pool 1 and 2 r \2 
of cells per 


pf a single 
4, 5, 6 



pool, 5 rats per pool 

and 7 represents the roean of these pools weighted according to the number 



iT88Z0620Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPOKT P 0500/3057 GD91 (R) AI 6 PS 


GROUP 

EXPERIMENT 

NO. 

_ \ _ 

PALMITIC ACID 

POOL 

1 2 

METHYL ESTER (ug/lE6 FLC) 

1 and 2 3 4 

3 and 4 

5 

6 

7 

5 r 6 and 7 

0-GR 

1 


68. $7- 

_ 


41.9 

21.4 

28.5 

49.3 

35.8 

23.9, 

36.3 


2 



- 

- 

38.5 

17.6 

23.7 

53.4 

32 .5*3 

21.X? 

30.^6 


3 


37 ./r 

30.6 

34.7 

43.3 

— 

- 

38 ./0 

19.6 

19.0 

22.4 

1—GR 

1 


40.7 

— 

_ 

17.3 

_ 

— 

25.6 

22.6 

18.5 

21.3 


2 


31.6 

- 

- 

- 

24.2 

- 

9.4 

- 

25.9 

- 


3 


20.6 

18.9 

19.5 

18.3 

33.0 

27.1 

22.0 

20.7 

26.8 

23.9 

2-GR 

3 


- 

25.9 

- 

31.7 

26.9 

28.6 

40.1 

25.1 

37 \3 

33.9 


BC TÄBLE 12 

PAIMITIC ACID METHYL ESTER (16:0) FROM FLC 


Remarks: 1 determination of a single pool, 5 rats per pool 

Pool 1 and 2,f(2Jand 4, 5, 6 and 7 represents the ine an of tliese pools weighted according to the number 
of cells per peol. 



8T88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPORT P 0500/3057 GD91 (R) AI 7 PS 



BC TABLE 13 

PAIMITIC ACID METHYL ESTER (16:0) FROM FLC, STATISTICAL PARAMETERS 

Remarks: 1 determinat:u8t5\of a single pool, 5 rats per pool 

Pool 1 and 2 / 2 )ard 4,5,6 and 7 represents the mean of these pools weighted according to the nuraber 
of cells per pdal. 

\ 


6T88Z06Z0Z 

I 


Source: https://www.industrydocuments.uGsf.edu/docs/qndl 0000 



SUBREFOKT P 0500/3057 GD91 (R) AI 8 PS 


GROUP 


EXPERIMENT STEARIC ACID METHYL ESTER (ug/lE6 FLC) 
NO. 

POOL 


1 2 1 and 2 3 4 


3 and 4 5 


5, 6 and 7 


0-GR 

1 

15 ./O 

_ — 

11.5 

10.1 

10.6 

12.6 

13.7^ 

7.2 

10.7 


2 

12.5 

- - 

11.5 

8 .X/ 

9./J 

12.3 

44^0 /fj .3 10.6 

11.// 


3 

yi.to 

*-r - 



11.6 

9 .ff 6 ' 

11.7 

11.0 

1-GR 

1 

6.9 

_ — 

4.7 

- 

- 

5.9 

9.1 

8.6 

8.0 


2 

3 

5./? 

5.6 

6.6 6.2 

4.8 

7.8 

8.5 

7.0 

2.4 

3.5 

5.8 

Ifz 

6.9 

2-GR 

3 

- 

11.6 

10.0 

sU.O 

10.6 

8.8 

10.0 

12./J 

ii./V 


BC TABLE 14 

STEARIC ACID METHYL ESTER (18:0) FROM FLC 

Remarks: 1 determinatioch of a single pool, 5 rats per pool 

Pool 1 and 2/2Jand 4, 5, 6 and 7 represents the mean of these pools weighted according to the number 
of cells per pwd.. 

% 


C«) OU±fcty nc / 


u? 


fcvfiz/Si 




/»terypS 


0Z88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPOKT P 0500/3057 GD91 (R) AI 9 PS 



BC TABLE 15 

STEARIC ACID METHYL ESTER (18:0) FROM FLC, STATISTICAL PARAMETERS 

Remarks: 1 determinati6H\of a single pool, 5 rats per pool 

Pool 1 and 2((jL)and 4, 5, 6 and 7 represents the raean of these pools weighted according to the number 
of cells per pocd. 



TZ88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPOKT P 0500/3057 GD91 (R) A20 PS 


GROUP POOL 
NO. 


FAME ( - ug/lEG FLC) 
•RASie* 


((9/4*6 ^Cj/C-fiC)) 


EXPERIMENT STATISTICAL PARAMETER 



1 

2 

3 

N 

M 

SE 

RSD 

(0/0) 

O-GR 1 

4 . 5 // 

3.82 


2 

4 // 2 A 

- 

— 

2 

- 

- 

f 2.57(a) 

- 

— 

— 

” 

1 and 2 

_ 

“ 

~ 





3 

3.64 

3.35 

3.58 

3 

3.52 

0.09 

4.3 

4 

2.12 

2 . 1/0 

- 

2 

2A/4 

- 

- 

3 and 4 

2.6/3 

2.5/jr 

- 

2 

2.6/2- 

— 

— 

5 

3.91 

4.34 

3.28 

3 

3.84 

0.31 

13.9 

6 

2./S3 

2.3/2, 

2.0/^ 

3 

2.3/2 

0.15 

11.// 

7 

3.32 

2.0/3.' 

1.62 

3 

2.33 

0.51 

$&&37.3 

5, 6 and 7 

3.39 

2.5 #3 

2.04 

3 

2.6// 

0.39 

25.// 


r 


cz L HJL 


BC TABLE 16 

RATIO OF/PAIMITIC ACID METHYL ESTER (16:0) VERSUS STEARIC ACID METHYL ESTER (18:0) 

X L4< - - d, 

peJut TaJ Si J(/f 4'. 

Ay „oft&/, 


> r j 



zzmzoszoz 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) A21 PS 


GROUP POOL 
NO. 


FAME ( ug / *E6 FLC) ff O //f TCC) / C O / .feg 71C )) 

-rasso- ° x 


EXPERIMENT 


STATISTICAL PARAMETER 


1 2 3 


N M SE RSD 

( 0 / 0 ) 


1-GR 1 

5.90 

z 

5.jö4 

3.68 

3 

5.o^y 

0 . 70 /j 

23. 

2 

- 

- 

2.86 

1 

2.86 

- 

- 

1 and 2 

— 


3.15 

1 

3.15 

- 

- 

3 

3.68 

— 

3.81 

2 

3.75 

_ 

— 

4 

- 

3.10 

3.88 

2 

3.49 

- 

- 

3 and 4 

— 

— 

3.87 

1 

3.87 

- 

“ 

5 

4.34 

3.92 

6.29 

3 

4.85 

0.73 

26.1 

6 

2.48 

- 

3.57 

2 

3.03 

- 

- 

7 

2.15 

3.0/5“ 

l.pgSst 

3 

2 .fä?0 

0 . 2 W 

17./9 

5, 6 and 7 

2.66 


3.46 

2 

3.06 




BC TABLE 16 (continued) 

RATIO OF PAIMITIC ACID METHYL ESTER (16:0) VERSUS STEARIC ACID METHYL ESTER (18:0) 



EZ88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 
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SUBREPORT P 0500/3057 GD91 (R) A22 PS 


/Vou 


GROUP POOL 

NO. 

PA MP ftym 

'f £ /S£6?zc)/Cg/S£& 7ZO) 

STATISTICAL PARAMETER 

3 N M SE 

RSD 

(0/0) 

EXPERIMENT 

1 2 

2-GR 1 

_ _ 

_ 

_ 



2 

- 

2.23 

1 

2.23 

— 

1 and 2 

“ - 

- 

- 

- 

- 

3 

— — 

3.17 

1 

3.17 

_ 

4 

“ 

2.4t<T 

1 

2.4 V' 

- 

3 and 4 

— — 

2.70 

1 

2.70 

- 

5 

— — 

4.56 

1 

4.56 

_ 

6 

- _ 

2.51 

1 

2.51 

— 

7 

- 

3.0/3 

1 

3.0/3 

- 

5, 6 and 7 

‘ 

3.0/T 

1 

3.0/3" 



BC TABLB 16 (continued) 

RATIO OF PAIMITIC ACID METHYL ESTER (16:0) VERSOS STEARIC ACID METHYL ESTER (18:0) 

? 

Ö 


fcZ88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 





BC TABLE 17 

MEAN RATIO PALMITIC ACID METHYL VERSUS STEARIC ACID METHYL ESTER 
Remarks: all groups pooled 


Source: https://www.industrydocuments.ucsf. edü/docs/qndlOOOO 


2029028825 




SÜBREPORT P 0500/3057 GD91 (R) A23 PS 


GROUP 

EXP. 

NO. 

ACID PHOSPHATASE ACTIVITY (Ij[/i/e6 FLC) 

POOL x M RSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 

POOL 

X 

M 

RSD 

(0/0) 

0-GR 

1 

1 

43.9 



2 

.MrOrv 2.3 


_ 

— 






46.1 




42.4 

V3./3 



— 






46.4 

45.47 

3.0 


46.2 


4./ 


“ 

— 



2 

1 

60.9 



2 

53.2 




- 






61.0 




62.6 




— 






55.7 

59.20 

5.1 


58.0 

5Z.93 

8.1 

— 

— 

— 



3 

1 

223.6 



2 

374.2 




- 






220.8 




374.2 




- 






209.1 

217.83 

3.5 


377.0 

375.13 

0.4 






BC TABLE 18 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the neans of triplicate determination for eac±i pool, 5 rats per pool 


9Z88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 




SUBREPORT P 0500/3057 GD91 (R) A24 


PS 


f/vd 


GROUP 

EXP. 

NO. 

ACID PHOSPHATASE ACTIVITY (i^/1^E6 FLC) 

POOL x M BSD POOL 

(0/0) 

X 

M 

RSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 

0-GR 

1 

3 


29.6 



4 

38.9 


_ 

_ 







31.5 

S3, 

£.Z 


37.5 



- 






33J 

r2 

3i .yS 



42.9 

39.77 

7.0 

— 

— 



2 

3 


299.7 



4 

95.5 


- 

- 







311.6 




97.4 



- 







313.6 

308.30 

2.4 


95.9 

96.27 

1.0 

— 

— 

— 


3 

3 


395.7 



4 

776.7 


- 

- 







397.3 




831.7 



- 







412.0 

401.67 

2.24 


773.7 

794.03 

4.1 

' 

~ 



BC TABLE 18 (continued) 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


6Z88Z06Z0Z 


Source: https://www.industrydocuments ; ucsf.edu/docs/qndlOOOO 



SUBREPORT P 0500/3057 GD91 (R) A25 PS 


GRCXJP 

EXP. 

NO. 

ACID PHOSPHATASE ACTIVITY (H/1^E6 FLC) 

POOL x M RSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 

POOL 

X 

M 

RSD 

(0/0) 








W 







0-GR 

1 

5 

53.0 



6 

25./ 



7 

24.3 






54.0 




22.4 

3' 



22.0 






57.7 

54.90 

4.5 


26.7 

24.7/ 

8.8 


23.9 

23.40 

5.3 


2 

5 

355.0 



6 

323.8 



7 

334.3 






342.1 




311.8 




341.3 






354.1 

350.40 

2.06 


311.8 

315.80 

2.2 


352.8 

342.8 O 

2.7 


3 

5 

854.7 



6 

712.2 



7 

249.3 






864.2 




749.4 




251.9 






829.5 

849.47 

2.11 


701.0 

720.87 

3.5 


253.4 

251.53 

0.8 


BC TABLE 18 (continued) 

ACID PHOSPHATASE ACTH7ITY 

Remarks: M: the means of triplicate determination for each pool, 5 rats per pool 


8Z88Z06Z0Z 

i 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 




SUBREPORT P 0500/3057 GD91 (R) A26 


PS 


/y~£?- 


GROUP 

EXP, 

NO. 

ACID PHOSPHATASE ACTIVITY (U/^E6 FLC) 

POOL x M RSD POOL x 

(0/0) 

M 

RSD POOL 

(0/0) 

X 

M 

RSD 

(0/0) 



2 










1-GR 

1 

1 2.ß 



2 

19.2 


- 

- 









19.7 



- 





— 

3^65 

— 


19.1 

19.33 

1.7 

— 

— 



2 

1 322.7 



2 

398.7 


_ 






310.9 




338.1 



- 





268.8 

300.80 

9.4 


369.3 

368.70 

8.2 

- 

- 

- 


3 

1 424.4 



2 

557.4 


— 

— 





410.5 




545.0 



- 





450.4 

428.43 

4.7 


553.2 

551.87 

1.1 

- 

- 

- 


BC TABLE 19 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the me ans of triplicate determination for each pool, 5 rats per pool 




Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 






GROUP EXP. 

NO. 


ACID PHOSPHATASE ACTIVITy (U/1^E6 FLC) 

POOL x M PSD POOL x 

( 0 / 0 ) 


1-GR 1 3 5.9 

4.9 

5.1 


2 3 


3 3 254.9 

246.7 

252.8 


4 26.0 

26.5 

5.30 10.0 41.2 

4 353.8 

388.3 

352.3 

4 903.4 

-990re- 

251.47 1.7 1000.5 


EC TABLE 19 (continued) 

ACID PHOSPHATASE ACTIVITy 

Remarks: M: the me ans of triplicate determination for each pool 


0C88Z06Z0Z 


Source: https://www.i 




M 


RSD POOL x M RSD 

( 0 / 0 ) ( 0 / 0 ) 


31.23 27.6 

364.80 5.6 

964.6/Z 5.5 


5 rats per pool 


.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) A28 


PS 


/VU5- 


GROUP 

EXP. 

NO. 

ACID PHOSPHATASE ACTIVITY (U/1^E6 PLC) 










POOL 

X 

M 

RSD 

POOL 

X 

M 

RSD 

POOL 

X 

M 

RSD 






(0/0) 




(0/0) 




(0/0) 

1-GR 

1 

5 

37.1 



6 

0 

394 



7 

109.0 






34.9 




39.7 

Vf 



103.9 






34.0 

35.33 

4.5 


39.7 

39.fi 

1.0 


98.6 

103.83 

5.0 


2 

5 

132.9 



6 

_ 



7 

569.2 






129.8 








548.2 






131.7 

131.47 

1.2 


- 

- 

— 


521.9 

546.43 

4.3 


3 

5 

419.0 

427.5 

Ar\n cl 

040. 40 

7- JD.n. 

® 1 / ♦ ü J 

S.C 

-3^7 

6 

501.1 
495.5 

503.1 

499.90 

0.8 

7 

489.5 

495.5 

479.6 

488.20 

1.6 



• Z} 




BC TABLE 19 (continued) 

ACID PHOSPHATASE ACTIVITY 

Ranarks: M: the ne ans of triplicate determination for each pool, 5 rats per pool 


TC88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



^v*isxv " 


SUBREPORT P 0500/3057 GD91 (R) A29 PS 




•AP 



GROUP EXP. ACID PHOSPHATASE ACTIVITY (U/10E6 FLC) 
NO. 

POOL x M RSD 


( 0 / 0 ) 


2-GR 3 1 487.7 

505.3 oo 

Wl.ft 490 .4-6- 2.9 

2 554.1 

550.1 

569.8 558.00 1.9 

3 709.9 

686.5 

664.0 686.80 3.3 

4 428.5 

399.1 

370.4 399.33 7.3 

5 766.0 

783.6 

810.9 786.83 2.9 

6 589.9 

594.7 

575.4 586.67 1.7 

7 332.0 

308.1 

324.0 321.37 3.8 


j 




BC TABLE 20 

ACID PHOSPHATASE ACTIVITY 

Remarks: M: the means of triplicate determination for each pool, 
5 rats per pool 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 


2029028832 



SUBREPORT P 0500/3057 GD91 (R) Bl PS 



GROUP 

STATISTICAL 

PARAMETER 

ACID PHOSPHATASE ACTIVITY (^U/1/fE6 FLC) 

POOL 

234 

> 

5 

6 

7 


-~P 


-9 

3 

3 

3 

3 

3 

3 

0-GR 

M ^ 

l 

107.5JXT 

159.0J3T 

247. 02^ 

310.02^ 

418.-2S33 

353.-7-9-Ö/? 

205.9>U 


SE 


55.3 pT 

1 08.H9<^ 

111.2^5/ 

242./6X 

231 .$&&3 

201 .J&6-33 

Mr&G&SS’-t 


RSD (0/0 )j 


89.1 

1 i7.i?^ 

77JJ-Q-Q. 

135.5 

96.0 

98.8 

79.9 


fJ 


3 

3 

z 

3 

3 

2- 

3 

1 -GR 

M *=^"1 

.2yi.3 

24^rÖ^3- 

31 3.3-0«* 

128.3&5-V- 

45 3.5J55 

194.710 

269.7^ÖT 

379.2«3r 


SE 


126.^27 

156.2 

- 

27 3.-0-7^/ 

114.718 

- 

138.8£<T 


RSD (0/0) 


89.4 

86.4 

— 

104.3 

102.0 

~ 

63.4 

2—GR 

M y 

X ^ 


490.X0 

558.0/ 

686. 8$ 

399.3/S 

786.8/ 

586.^7 

321 .>7y 




— 

— 


— 

— 

— 

— 


rs-ev (- 0 yüiy 










BC TABLE 21 

ACID PHOSPHATASE ACTIVITY, STATISTICAL PARAMETERS 

—Mi— tho itiQann o£ 3 —po oTs - ; —1— fc - ffiplieate — d c t -e ci ft inafcion for - c- a -e h poo - T y— 5-- c - ats ppr — qq qI— 


EE88Z06Z0Z 

l 

{ 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 




EXPERIMENT 


STATISTICAL PARAMETER 


N 

M 

SE 

RSD (0/0) 


N 

M 

SE 

RSD (O/o; 


7 

1.16 

0.57 

130.9 


3.46 

fcJ.10 

71.2 


im 

' 1.5 


7 

1 . 2ß7 

0.2/2, 

-A=hrfs 
L/t -c 


M 

SE 

RSD 

(0/0) 

2.40 

1.46 

105.2 

2.77 

1.84 

115./. 

0.40 

- 

- 

1.93 

0.94 

84.3 

0.50 

0.06 

20.0 

1.15 

- 

- 

2.63 

0.89 

58.4 

7 

tvT 


1 .>4// 



2 *iz. 



1.5 

- 

- 

1.7 

- 

- 

0.5 

- 

~ 

0.9 

- 

- 

0.8 

- 

- 

1.3 

- 

- 

7 


_ 

1.2/? 

- 

- 

- 

- 

— 


»F ACID PHOSPHATASE ACTIVITY IN TREATMENT VERSUS CONTROL GROUP, RESUSPENSION MEDIUM 

tj_CJ3lL l O±ßJLn c:rz:&'S j 

atment arouo versus control qroup 





SUBREPORT P 0500/3057 GD91 (R) B4 


PS 


GROUP 

EXPERIMENT 

NO. 

RELATIVE NUMBER OF MACROPHAGES (0/0) 

POOL 

12 3 4 

5 

6 

7 

0-GR 

1 

98.5 

98.6 

99.2 

99.2 

98.9 

98.8 

99.4 


2 

99.2 

97.2 

98.4 

98.3 

96.5 

94.7 

96.4 


3 

96.6 

96.7 

97.3 

99.4 

94.9 

97.8 

98.3 

1 -GR 

1 

23.8 

52.8 

43.3 

65.7 

39.0 

61.4 

80.5 


2 

28.7 

54.2 

30.3 

66.7 

23.2 

46.6 

66.9 


3 

28.5 

58.1 

28.7 

64.8 

27.9 

56.1 

79.4 

2-GR 

3 

86.5 

91.5 

68.7 

89.3 

77.4 

89.8 

97.5 


BC TABLE 23 

RELATIVE NUMBER OF MACROPHAGES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


SE88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SÜBREPORT P 0500/3057 GD91 (R) B5 


PS 


te»W&ftELfrT/ys: KJ Un O F D& cFo P/FF6& £ 

npnnp Q r pa r PTQ r PTr , ar. arm PRnQDnaTyLas— a^mTirrmv /»/i c \ t?c pipi 



PARAMETER 





POOL 





1 2 

3 

4 5 

6 

7 


0-GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

98.10 

97.50 

98.30 

98.97 

96.77 

97.10 

98.03 


SE 

0.78 

0.57 

0.55 

0.34 

1.16 

1.23 

0.88 


RSD (0/0) 

1.4 

1.0 

1.0 

0.6 

2. 1 

2.2 

1.5 

1 —GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

27.00 

55.03 

34.1 0 

65.73 

30.03 

54.70 

75.60 


SE 

1.60 

1.59 

4.62 

0.55 

4.68 

4.33 

4.36 


RSD (0/0) 

10.3 

5.0 

23.5 

1.4 

27.0 

13.7 * 

10.0 

2—GR 

* ( °A>) 

86.5 

91.5 

68.7 

89.3 

77.4 

89.8 

97.5 


BC TABLE 24 

RELATIVE NUMBER OF MACROPHAGES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETERS ' 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


9C88Z06202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) B6 PS 


GROUP 

EXPERIMENT RELATIVE NUMBER OF MACRDPHAGES (0/0) 

NO. 

POOL 

1 2 1 and 2 3 4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0“GR 

1 

99.2 

99.8 

99.6 

96.7 

97.3 

97.1 

97.0 

98.8 

97.5 

97.6 


2 

97.8 

99.4 

98.8 

98.6 

99.4 

99.2 

98.9 

98.3 

98.3 

98.4 


3 

97.5 

99.3 

98.2 

97.4 

99.6 

99.3 

96.4 

99.1 

98.9 

98.5 

1-GR 

1 

41.3 

79.5 

67.7 

37.1 

72.1 

53.1 

45.4 

74.0 

92.3 

76.1 


2 

32.1 

56.4 

43.2 

- 

59.8 

- 

26.2 

52.6 

65.7 

54.7 


3 

46.3 

52.0 

49.9 

37.2 

67.3 

55.2 

24.8 

45.7 

73.5 

53.8 

2-GR 

3 

93.8 

91.3 

92.2 

71.1 

90.3 

83.5 

72.0 

90.4 

92.4 

89.0 


BC TABLE 25 

RELATIVE NUMBER OF MACRDPHAGES r RESUSPENSION MEDIUM, CYTC^ENTRIFUGE IREPARATICN 

Remarks: sun of iuacrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 cells 

Baol 1 and 2, 3 and 4, 5 f 6 and 7 represents the ineans of these pools weighted according 
to the number of cells per pool. 


4.088206202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



PS 




SÖBREPORT P 0500/3057 GD91 (R) B7 


GROUP 

STATISTICAL 

PARAMETER 

RELATIVE NUMBER OF MACROPHAGES 

POOL 

1 2 1 and 2 3 4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

98.17 

99.50 

98.87 

97.57 

98.77 

98.53 

97.43 

98.73 

98.23 

98.17 


SE 

0.52 

0.15 

0.41 

0.55 

0.74 

0.72 

0.75 

0.23 

0.41 

0.28 


RSD (0/0) 

0.9 

0.3 

0.7 

1.0 

1.3 

1.3 

1.3 

0.4 

0.7 

0.5 

1-GR 

N 

3 

3 

3 


3 

2 

3 

3 

3 

3 


M (0/0) 

39.90 

62.63 

53.60 

37.15 

66.40 

54.15 

32.13 

57.43 

77.17 

61.53 


SE 

4.16 

8.53 

7.31 

- 

3.58 

- 

6.65 

8.52 

7.89 

7.29 


RSD (0/0) 

18.1 

23.6 

23.6 

— 

9.3 

- 

35.8 

25.7 

17.7 

20.5 

2-GR 

x ( % ") 

93.8 

91.3 

92.2 

71.1 

90.3 

83.5 

72.0 

90.4 

92.4 

89.0 


BC TABLE 26 

J«E@S RELATIVE NUMBER OP MACROPHAGES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE EREPARATION, 

STATISTICAL PARAMETERS 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


8C88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) B8 


PS 


GROUP 

EXPERIMENT 

NO. 

RELATIVE NUMBER OF GRANULOCYTES (0/0) 

POOL 

1 2 3 4 

5 

6 

7 

0-GR 

1 

0.7 

0.2 

0.4 

0.0 

0.6 

0.6 

0.0 


2 

0.0 

0.0 

0.8 

0.4 

2.7 

3.8 

3.0 


3 

0.4 

1.5 

1.0 

0.0 

2.3 

1.2 

1.3 

1 —GR 

1 

75.0 

46.8 

56.0 

34.3 

60.5 

38.0 

19.5 


2 

71.0 

45.6 

69.2 

33.1 

76.8 

53.0 

33.0 


3 

70.5 

39.3 

69.5 

34.3 

71.1 

42.7 

19.7 

2—GR 

3 

12.7 

8.3 

30.8 

10.0 

22.4 

9.8 

2.4 


BC TABLE 27 

RELATIVE NUMBER OF GRANULOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION 

Reraarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


6E88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/cfndl0000 




SUBREPORT P 0500/3057 GD91 (R) B9 


PS 


GROUP 

STATISTICAL 

PARAMETER 

MSfcN RELATIVE NUMBER OF GRANULOCYTES 

POOL 

1 2 3 4 

5 

6 

7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

0.37 

0.57 

0.73 

0.13 

1.87 

1.87 

1.43 


SE 

0.20 

0.47 

0.18 

0.13 

0.64 

0.98 

0.87 


RSD (0/0) 

95.8 

143.7 

41.7 

173.2 

59.7 

91.1 

105.0 

1 -GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

72.17 

43.90 

64.90 

33.90 

69.47 

44.57 

24.07 


SE 

1.42 

2.33 

4.45 

0.40 

4.78 

4.43 

4.47 


RSD (0/0) 

3.4 

9.2 

11.9 

2.0 

11.9 

17.2 

32. 1 

2-GR 

x C %) 

12.7 

8.3 

30.8 

10.0 

22.4 

9.8 

2.4 


BC TABLE 28 

RELATIVE NUMBER OF GRANULOCYTES f LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETER 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


0fc88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) BIO 


PS 


®OUP 

EXPERIMENT RELATIVE NUMBER OF GRANULOCYTES 
NO. 

POOL 

1 2 1 and 2 3 

(0/0) 

4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

1 

0.4 

0.0 

0.1 

1.3 

0.4 

0.7 

0.8 

0.0 

0.0 

0.3 


2 

1.2 

0.2 

0.6 

1.0 

0.6 

0.7 

1.1 

1.7 

1.7 

1.6 


3 

1.1 

0.2 

0.7 

0.9 

0.0 

0.1 

1.7 

0.6 

0.9 

0.9 

1-GR 

1 

58.7 

20.5 

38.2 

62.9 

27.9 

46.9 

54.6 

26.0 

7.7 

23.9 


2 

67.6 

43.6 

56.6 

- 

39.5 

- 

73.3 

47.2 

33.9 

44.9 


3 

52.1 

47.0 

48.9 

61.9 

32.5 

44.4 

74.6 

53.7 

26.3 

45.8 

2-GR 

3 

5.5 

8.5 

7.4 

28.3 

8.8 

15.7 

27.2 

9.1 

7.0 

10.4 


BC TABLE 29 

RELATIVE NUMBER OF GRANUIXK3YTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATICN 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4 f 5 f 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


1*88208202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPORT P 0500/3057 GD91 (R) Bll 


PS 


GROUP 

STATISTICAL 

RELATIVE 

NUMBER OF GRANULOCYTES 







PARAMETER 

POOL 












1 

2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

0*90 

0.13 

o.^v/ 

1.07 

0.33 

0.50 

1.20 

0.77 

0.87 

0.93 


SE 

0.25 

0.07 


0.12 

0.18 

0.20 

0.26 

0.50 

0.49 

0.38 


RSD (0/0) 

48.4 

86.6 


19.5 

91.7 

69.3 

38.2 

112.5 

98.1 

69.7 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (0/0) 

59.47 

37.03 

47.90 

62.4 0 

33.30 


67.50 

42.30 

22.63 

38.20 


SE 

4.49 

8.32 

5.34 

- 

3.37 

- 

6.46 

8.36 

7.78 

7.15 


RSD (0/0) 

13.1 

38.9 

19.3 

- 

17.5 

- 

16.6 

34.2 

59.6 

32.4 

2-GR 

x ( % ) 

5.5 

8.5 

7.4 

28.3 

8.8 

15.7 

27.2 

9.1 

7.0 

10.4 


BC TABLE 30 

mm RELATIVE NUMBER OF GRANUIXX3YTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATICN, 

STATISTICAL PARAMEIERS 

Remarks: sum of mcrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


21*88206202 


■ Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPORT P 0500/3057 GD91 (R) Bl3 PS 


GROUP 

STATISTICAL 

PARAMETER 

POOL 

1 

RELATIVE NUMBER OF LYMPHOCYTES 

2 3 4 

5 

6 

7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

1.50 

1.93 

0.97 

0.90 

1.37 

1.03 

0.53 


SE 

0.75 

0.47 

0.38 

0.21 

0.67 

0.26 

0.07 


RSD (0/0) 

86.7 

41.8 

68.9 

40. 1 

84.8 

43.6 

21.7 

1—GR 

N 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

0.87 

1.07 

1.00 

0.40 

0.50 

0.73 

0.40 


SE 

0.24 

0.77 

0.35 

0.31 

0.29 

0.24 

0.31 


RSD (0/0) 

48.0 

124.8 

60.8 

1 32.3 

100.0 

56.8 

132.3 

2-GR 

x C %) 

0.8 

0.2 

0.5 

0.8 

0.2 

0.4 

0.1 


BC TABLE 32 

RELATIVE NUMBER OP LYMPHOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
STATISTICAL PARAMETERS 

Remarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


Cfr88206Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



PS 




SUBREPORT P 0500/3057 0)91 (R) Bl 4 


GROJP 

EXPERIMENT RELATIVE NUMBER OF LYMPHOCYTES (0/0) 

NO. 

POOL 

1 2 1 and 2 3 4 

3 and 4 

l 5 

6 

7 

5, 6 and 7 

0-GR 

1 

0.4 

0.2 

0.3 

1.9 

2.3 

2.2 

2.2 

1.2 

2.5 

2.1 


2 

1.0 

0.4 

0.6 

0.4 

0.0 

0.1 

0.0 

0.0 

0.0 

0.0 


3 

1.4 

0.6 

i.i 

1.6 

0.4 

0.6 

1.9 

0.4 

0.2 

0.5 

1-GR 

1 

0,0 

0.0 

0.0 

0.0 

0.0 

0.0 

0.0 

0.0 

0.0 

0.0 


2 

0.3 

0.0 

0.2 

- 

0.7 

- 

0.6 

0.2 

0.4 

0.4 


3 

1.7 

1.0 

1.3 

0.9 

0.2 

0.5 

0.6 

0.7 

0.2 

0.4 

2-GR 

3 

0.8 

0.2 

0.4 

0.6 

0.9 

0.8 

0.8 

0.6 

0.6 

0.6 


BC TABLE 33 

RELATIVE NUMBER OF LYMPHOCYTES, RESUSPENSION MEDIUM, CYTOCENERIFUOE PREPARATION 

Remarks: sun of rnacrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


**88206202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SÖBREPORT P 0500/3057 GD91 (R) Bl 2 


PS 


GROUP 

EXPERIMENT 

NO. 

RELATIVE NUMBER OF LYMPHOCYTES (0/0) 

POOL 

12 3 4 

5 

6 

7 

0-GR 

1 

0.7 

1.2 

0.4 

0.8 

0.6 

0.6 

0.6 


2 

0.8 

2.8 

0.8 

1.3 

0.8 

1.5 

0.6 


3 

3.0 

1.8 

1.7 

0.6 

2.7 

1.0 

0.4 

1 -GR 

1 

1.2 

0.4 

0.7 

0.0 

0.5 

0.6 

0.0 


2 

0.4 

0.2 

0.6 

0.2 

0.0 

0.4 

0.2 


3 

1.0 

2.6 

1 .7 

1.0 

1.0 

1.2 

1.0 

2—GR 

3 

o 

• 

00 

(N 

• 

O 

0.5 

o 

• 

CO 

0.2 

0.4 

0.1 


BC TABLE 31 

RELATIVE NUMBER OF LYMPHOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION 

Reraarks: sum of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 


St>88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SÜBREPORT P 0500/3057 GD91 (R) Bl 5 


PS 


GROUP 

STATISTICAL 

PARAMETER 

Jtäm RELATIVE NUMBER OF LYMPHOCYTES 

POOL 

1 2 1 and 2 3 4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

0,93 

0.40 

0.67 

1.30 

0.90 

0.97 

1.37 

0.53 

0.90 

0.87 


SE 

0.29 

0.12 

0.23 

0.46 

0.71 

0.63 

0.69 

0.35 

0.80 

0.63 


RSD (0/0) 

53.9 

50.0 

60.6 

61.1 

136.5 

113.5 

87.3 

114.6 

154.4 

126.6 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (0/0) 

0.67 

0.33 

0.50 

0.45 

0.30 

0.25 

0.40 

0.30 

0.20 

0.27 


SE 

0.52 

0.33 

0.40 

- 

0.21 

- 

0.20 

0.21 

0.12 

0.13 


RSD (0/0) 

136.1 

173.2 

140.0 

— 

120.2 

- 

86.6 

120.2 

100 

86.6 

2-GR 

x C %) 

0.8 

0.2 

0.4 

0.6 

0.9 

0.8 

0.8 

0.6 

0.6 

0.6 


BC TABLE 34 

RELATIVE NUMBER OF LYMPHOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION, 

STATISTICAL PARAMETERS 

Remarks: sun of macrophages, granulocytes and lymphocytes taken to be 100 percent 
total count: approx. 500 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the means of these pools weighted according 
to the number of cells per pool. 


9*88206202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPQRT P 0500/3057 GD91 (R) Bl 6 


ES 


GROUP 

EXPERIMENT NUMBER CF MACROPHAGES /RAT (1E6fr 
NO. 

POOL 

+ 

1 2 1 -and 2 3 

G / /<? & r ) 

+* 

4 3 «ffüä 4 

5 

6 

7 

5 f 6 aftä- 7 

0-GR 

1 

0.59 

1.00 

1.59 

0.77 

1.45 

2.22 

1.21 

0.65 

1.24 

3.10 


2 

0.66 

1.11 

1.77 

0.77 

1.90 

2.67 

0.67 

1.00 

1.90 

3.57 


3 

0.45 

0.31 

0.76 

0.23 

1.28 

1.51 

0.53 

1.01 

1.71 

3.25 

1-GR 

1 

0.31 

0.69 

1.00 

0.70 

1.15 

1.85 

0.50 

0.77 

2.04 

3.31 


2 

0.44 

0.65 

1.09 

0.54 

1.71 

2.25 

0.17 

0.38 

1.20 

1.75 


3 

0.29 

0.54 

0.83 

0.62 

1.66 

2.28 

0.40 

0.79 

2.26 

3.45 

2-GR 

3 

0.16 

0.28 

0.44 

0.79 

CO 

00 

♦ 

2.62 

0.25 

0.71 

1.31 

2.27 


BC TABLE 35 

REMgIV E NUMBER OF MACFQPHAGES PER RAT, RESUSPENSION MEDIUM, HEMOCYTCMETER 
Remarks: macrophages counted after centrifugation and resuspension 


Source: https://www.industrydocuments.ucsf.edu/docs/iindlOOOO 


4*88206202 




SUBREPORT P 0500/3057 GD91 (R) Bl 7 


sy ko v 


PS 


GROUP 

STATISTICAL NUMBER OF 1 

PARAMETER 

POOL 

1 2 

MACRDPHAGES^Sfefe^f^) 

ir 

1 2 3 4 

•f' 

3 dtaBr 4 

5 

6 

7 

■h 

5, 6 «ä 7 

0-GR 

N 0E6 3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M !&&&) 0.567 

0.807 

1.373 

0.590 

1.543 

2.133 

0.803 

0.887 

1.617 

3.307 


SE 0.062 

0.250 

0.311 

0.180 

0.185 

0.338 

0.207 

0.118 

0.196 

0.139 


RSD (0/0) 18.9 

53.8 

39.2 

52.8 

20.8 

27.4 

44.7 

23.1 

21.0 

7.3 

1-GR 

N 3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M 0.347 

0.627 

0.973 

0.620 

1.507 

2.127 

0.357 

0.647 

1.833 

2.837 


SE 0.047 

0.045 

0.076 

0.046 

0.179 

0.139 

0.098 

0.134 

0.323 

0.545 


RSD (0/0) 23.5 

12.4 

13.6 

12.9 

20.6 

11.3 

47.4 

35.7 

30.5 

33.3 

2-GR 

x 0.16 

C./7E& /P#r) 

0.28 

0.44 

0.79 

1.83 

2.62 

0.25 

0.71 

1.31 

2.27 


BC TABLE 36 

NUMBER OF MACRQPHAGES PER RAT, RESUSPENSION MEDIUM, HEM0CYT0METER, STATISTICAL PARAMETERS 
Remarks: macrophages counted after centrifugation and resuspension 


8^88206202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPÖRT P 0500/3057 


GED91 (R) Bl 8 


PS 


GROUP 

EXPERIMENT 

NO. 

NUMBER 

POOL 

1 

<2/2/HJO C. o cy 7 &S 

nw KfA rrymiTA /pat» _ t itjo.a 

4 3^4 

5 

6 

7 

5, 6 d&k 1 

2 

1 afo 2 

3 

0-GR 

1 

2 

0 

2 

11 

6 

17 

10 

0 

0 

10 


2 

8 

2 

10 

8 

11 

19 

8 

18 

33 

59 


3 

5 

1 

6 

2 

0 

2 

9 

6 

16 

31 

1-GR 

1 

440 

178 

618 

1189 

446 

1635 

60/3 

271 

171 

1045 


2 

927 

503 

1430 

- 

1130 

- 

476 

341 

619 

1437 


3 

326 

489 

815 

1033 

803 

1836 

1205 

928 

809 

2942 

2-GR 

3 

9 

26 

36 

314 

178 

492 

94 

71 

99 

265 


BC TABLE 37 

NUMBER OF GRÄNUIOCYTES PER RAT, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION 

Remarks: absolute number of granulocytes calculated on the basis of absolute and relative number 
of macrcphages 


6^88206202 

/ 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 
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PS 


GROUP 

smTisTiCÄL mm number qp c 

PARAMETER 

POOL 

1 2 

3RANUL0CYTE 

1 a&ä- 2 

3 

mj 

4 

3 affe“ 4 

5 

6 

7 

5, 6 aR«3- 7 

0-GR 

N , . 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (st£S//?/?Tj 

5.0 

1.0 

6.0 

7.0 

5.7 

12.7 

9.0 

8.0 

16.3 

33.3 


SE 

1.7 

0.6 

2.3 

2.6 

3.2 

5.4 

0.6 

5.3 

9.5 

14.2 


RSD (0/0) 

60.0 

100.0 

66.7 

65.5 

97.2 

73.4 

11.1 

114.6 

101.0 

73.7 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (sf£<S/f#r 564.3 

390.0 

954.3 

1111.0 

793.0 

1735.5 

766-5-34J 

513.3 

533.0 

1808.0 


SE 184.3 

106.1 

244.5 

- 

197.5 

- 

225»W 

208.3 

189.1 

578.2 


RSD (0/0) 

56.6 

47.1 

44.4 

- 

43.1 

- 

51.32. 

70.3 

61.5 

55.4 

2-GR 

x ( JE 3 

9 

26 

36 

314 

178 

492 

94 

71 

99 

265 


BC TABLE 38 

NUMBER OF GRANULOCYYTES PER RAT, RESUSPENSION MEDIUM, CYTOCENTRIFUGE EREPARATION, STATISTICAL PARAMEIERS 

Rsmarks: absolute number of granulocytes calculated on the basis of absolute and relative number 
of macrophages 


0S88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 







SÜBREPOKT P 0500/3057 


GD91 (R) B20 


PS 


GROUP 

EXPERDffiNT 

NO. 

VIABIUTY (0/0) 

POOL 

1 2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

1 

93.8 

96.5 

95.5 

98.3 

99.8 

99.3 

98.4 

99.8 

99.8 

99.3 


2 

98.7 

98.8 

98.8 

99.4 

100.0 

99.8 

98.4 

99.4 

99.6 

99.3 


3 

98.5 

97.8 

98.2 

99.2 

99.8 

99.7 

98.3 

99.6 

99.6 

99.4 

1-GR 

1 

93.7 

96.7 

95.8 

98.5 

99.1 

98.9 

97.0 

99.2 

98.6 

98.5 


2 

97.9 

95.9 

96.7 

98.8 

99.4 

99.3 

97.4 

99.2 

99.4 

99.2 


3 

96.2 

96.6 

96.5 

98.8 

97.1 

97.6 

98.7 

98.6 

98.9 

98.8 

2-GR 

3 

96.5 

96.9 

96.8 

98.6 

98.9 

98.8 

97.3 

99.0 

98.7 

98.6 


BC TABLE 39 

VIABILITY OF MACRDPHAGES , RESUSPENSION MEDIUM 

Remarks: trypan blue inethod, approx. 500 macrophages counted in henxxytometer 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


TS8820GZ0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



PS 




SUBREPORT P 0500/3057 GD91 (R) B21 


,yP' 


GROUP 

STATISTICAL 

PARAMETER 

mm VIABILITY 

POOL 

1 2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

97.00 

97.70 

97.50 

98.97 

99.87 

99.60 

98.37 

99.60 

99.67 

99.33 


SE 

1.60 

0.67 

1.01 

0.34 

0.07 

0.15 

0.03 

0.12 

0.07 

0.03 


RSD (0/0) 

2.9 

1.2 

1.80 

0.6 

0.1 

0.3 

0.1 

0.2 

0.1 

0.1 

1-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M (0/0) 

95.93 

96.40 

96.33 

98.70 

98.53 

98.60 

97.70 

99.00 

98.97 

98.83 


SE 

1.22 

0.25 

0.27 

0.10 

0.72 

0.51 

0.51 

0.20 

0.23 

0.20 


RSD (0/0) 

2.2 

0.5 

0.5 

0.2 

1.3 

0.9 

0.9 

0.3 

0.4 

0.4 

2-GR 

X ( <To ) 

96.5 

96.9 

96.8 

98.6 

98.9 

98.8 

97.3 

99.0 

98.7 

98.6 


BC TABLE 40 

/JSSR" VIABILITY OF MACROPHAGES, RESUSPENSION MEDIUM, STATISTICAL PARAMEIERS 

Remarks: trypan blue method, approx. 500 niacrophages counted in hemocytometer 

Pool 1 and 2, 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


ZS88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 
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SUBREPORT P 0500/3057 GD91 (R) B22 PS 


/ 


GROUP 

EXPERIMENT 

NO. 

NUMBER OF NONVIABLE MACRC 

POOL 

-f" 

12 1 'd&B- 2 

)PHAGES 

3 

/RAT -(-11 

4 

3 a&- 4 5 6 

7 

5, 6»ä7 

0-GR 

1 

37 

35 

72 

13 

3 

16 

19 

1 

2 



2 

9 

13 

2 K2Z 

5 

0 

5 

11 

6 

8 



3 

7 

7 

14 

2 

3 

ß* 

9 

4 

7 

20 

1-GR 

1 

20 

23 

42 

11 

10 


15 

6 

29 

50 


2 

9 

27 

36 

6 

10 


4 

3 

7 



3 

11 

18 

29 

7 

48 

55^ 

5 

11 

25 

41 

2-GR 

3 

6 

9 

14 

11 

20 

31 

7 

7 

17 



BC TABLE 41 

NUMBER OF NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM 

Ranarks: absolute nunber of nonviable macrophages calculated on the basis of viability and absolute 
number of macrophages 


ES88Z06Z0Z 

Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPORT P 0500/3057 


GD91 (R) B23 PS 


GROUP 

STATISTICAL 

PARAMETER 

NUMBER OE 

POOL 

1 2 

NONVIABLE MACROPHAGES/^" 

1 a*d 2 3 4 3 and 4 

5 

6 

7 

4* 

5, 6 7 

0-GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M ^rs/^r)l7.7 

18.3 


6.7 

2.0 

8.77 

13.0 

3.7 

5.7 

22.3 


SE 

' 9.7 

8.5 

18.20/ 

3.3 

1.0 

3.7/ 

3.1 

1.5 

1.9 

UfU 


RSD (0/0) 

94.9 

80.4 


85.3 

86.6 


40.7 

68.6 

56.7 

JU<3 d,3 

I - GR 

N 

3 

3 

3 

3 

3 

3 

3 

3 

3 

3 


M ( si£.3 /jP/?77 13-3 

22.7 

35.7 

8.0 

22.7 


8.0 

6.7 

20.3 

35.0 -J 


SE 

3.4 

2.6 

3.8 

1.5 

12.7 

12.4 

3.5 

2.3 

6.8 

lo.tfr 


RSD (0/0) 

44.0 

19.9 

18.2 

33.1 

96.8 


76.0 

60.6 

57.6 

>3tS'j-V.y 

2-GR 


9 

14 

11 

20 

31 

7 

7 

17 

&3sf 


BC TABLE 42 

mm NUMBER OF NONVIABLE MACRDPHAGES PER RAT, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: absolute nunber of nonviable macrophages calculated on the basis of viability and absolute 
nunber of macrophages 


£288206202 

{ 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 




SUBREPORT P 0500/3057 GD91 (R) B24 


PS 


GROUP EXPERIMENT REIATTVE NUMBER OF MUNTINUCLEATED MACROPHAGES (0/0) 
NO. 

POOL 




1 

2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5, 6 

0-GR 

1 

1.17 

1.56 

1.42 

0.60 

1.40 

1.12 

0.61 

1.18 

1.21 

0.97 


2 

1.02 

0.96 

0.98 

0.82 

- 

- 

0.96 

1.38 

1.57 

1.40 


3 

0.49 

2.98 

1.51 

0.56 

0.75 

0.72 

0.39 

1.33 

1.13 

1.07 

1-GR 

1 

2.30 

6.19 

4.98 

7.53 

4.65 

5.74 

6.28 

4.43 

7.16 

6.39 


2 

5.13 

3.77 

4.32 

- 

3.36 

~ 

4.28 

4.14 

5.65 

5.19 


3 

2.96 

7.22 

5.73 

7.23 

7.72 

7.59 

6.36 

2.50 

2.18 

2.74 

2-GR 

3 

3.01 

2.91 

2.95 

2.24 

3.51 

3.13 

1.35 

1.85 

2.59 

2.22 


RC TABLE 43 

RELATIVE NUMBER OF MULTINÖCLEATED MACROPHAGES, RESUSPENSI0N MEDIUM, CYTOCENTRIFUGE PREPARATION 

Remarks: Pool 1 ard 2 f 3 ard 4, 5, 6 and 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


SS88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPORT P 0500/3057 GD91 (R) B25 PS 




GROUP 

STATISTICAL 

PARAMETER 

M8AN RELATIVE NLB4BER CE MULTINUCLEATED MACROPHAGES 

POOL 







1 

2 

1 and 2 

3 

4 

3 and 4 

5 

6 

7 

5, 6 and 7 

0-GR 

N 

M (0/0) 

SE 

RSD (0/0) 

3 

0.89/ 

0.2M7 

40.0 

3 

1.83/ 

ILr5 V3010 

56.6 

3 

1.30/ 

0.16/ 

21.8 

3 

0.66/ 

0.08/ 

21.2 

2 

1.0751 

2 

0.92/ 

3 

0.65,3 

0.1£6? 

44.0 

3 

1.2 

0.06(3 

8.0 

3 

1.30/ 

0.1ß57 

18.0 

3 

1.U7T 

0.13/ 

19.6 

1-GR 

N 

M (0/0) 

SE 

RSD (0/0) 

3 

3.46/ 

0.85/ 

42.8 

3 

5.727J 

1.02/ 

30.9 

3 

5.01/ 

O.40?7 

14.1 

2 

7.38p" 

3 

5.243" 

1.29ß" 

42.7 

2 

6.650^ 

3 

5.64)3 

0.68)3 

20.9 

3 

3.69(3 

0.60/ 

28.2 

3 3 

4.773 

1.47/ 1.07/ 

51.1 39.0 

2-GR 

X C% ) 

3.01 

2.91 

2.95 

2.24 

3.51 

3.13 

1.35 

1.85 

2.59 

2.22 


BC TABLE 44 

RELATIVE NUMBER OF MUITINUCLEATED MACROPHAGES, RESUSPENSICN MEDILM, CYTOCEMTRIFUGE PREPARATICN, 
STATISTICAL PARAMETER 

Remarks: Pool 1 and 2, 3 and 4, 5, 6 arri 7 represents the mean of these pools weighted according to the 
number of macrophages per pool. 


9S88Z0GZ0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPCRT P 0500/3057 GD91 (R) B26 PS 


GROUP EXPERIMENT NUMBER CF MULTINUCLEATED MACROPHAGES^ ffl BS f i lE 3) f/f^ Z7 /? 
NO. 




POOL 

1 

2 

4" 

1 2 

3 

4 

3 4 

5 

6 

7 


5, 6 « 

0-GR 

1 

6.9 

15.6 

(2.0) 

22.5 

(a) 

4.6 

20.3 

24.9 

7.4 

7.6 

15.0 


30.0 


2 

6.7 

10.6 

17.4 

6.3 

- 

- 

6.4 

13.8 

29.7 


49.9 


3 

2.2 

9.2 

11.4 

1.3 

9.6 

10.9 

2.1 

13.4 

P*fr) (a) 

< 7.3 

19.3 


34.8 

1-GR 

1 

7.1 

42.7 

49.8 

52.7 

(7.5) 

53.5 

(a) 

106.2 

31.4 

34.1 

146.0 

(4.2) 

(a) 

211.5 


2 

22.6 

24.5 

47.1 

- 

57.5 

- 

7.3 

15.7 

67.7 

(3.2) 

(a) 

90.7 


3 

8.6 

39.0 

47.6 

44.8 

128.1 

172.9 

25.4 

19.8 

49.3 

(4.9) 

(a) 

94.5 

2—GR 

3 

4.8 

8.1 

13.0 

17.7 

64.3 

82.0 

3.4 

13.1 

34.0 


50.4 


(0.7) (a) 


BC TABLE 45 

NUMBER OP MULTINUCLEATED MACROPHAGES, RESUSPENSION MEDIUM 

Remarks: absolute number of multinucleated macrophages calculated from differential counts and absolute 
macrophage nunnber 

(a) number of macrophages wi.th .GT.2 nuclei 


-M388Z06Z02 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 



SUBREPCRT P 0500/3057 GD91 (R) B27 


PS 


GROUP 

STATISTICAL 

PARAMETER 

NUMBER OF MULTINUCLEATED MACROPHAGES 

POOL + 

1 2 1 and-2 3 4 

3 afti* 4 

5 

6 

7 

5, 6 Äftd 7 

0-GR 

N 

3 

3 

3 

3 

2 

2 

3 

3 

3 

3 


M (JE s/tfpp 

5.27 

11.80 

17.10 

4.07 

15*8 

17.90 

5.30 

11.60 

21.33 

38.23 


SE 

1.53 

1.94 

3.21 

1.47 


- 

1.63 

2.00 

4.36 

6.00 


RSD (0/0) 

50.5 

28.5 

32.5 

62.5 

- 

— 

53.1 

29.9 

35.4 

27.2 

1-GR 

N 

3 

3 

3 

2 

3 

2 

3 

3 

3 

3 


M (yl£S) 

12.77 

35.40 

48.17 

48.#*' 

79.70 

139.j0fcr 

21.37 

23.20 

87.67 

132.23 


SE 

4.94 

5.55 

0.83 

- 

24.23 

- 

7.24 

5.58 

29.65 

39.65 


RSD (0/0) 

67-0 

27.2 

3.0 

- 

52.7 

— 

58.7 

41.6 

58.6 

51.9 

2-GR 

x (JE 3 ) 

4.8 

8.1 

13.0 

17.7 

64.3 

82.0 

3.4 

13.1 

34.0 

50.4 


BC TABLE 46 

MEAN NUMBER OF MULTINUCLEATED MACROPHAGES, RESUSPENSION MEDIUM, STATISTICAL PARAMEIERS 

Remarks: absolute number of multinucleated macrophages calculated from differential counts and absolute 
macrophage number 


8S88Z0620Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 





SOBREPORT P 0500/3057 


GDI03 (R) AI WS 


GROUP 

STATISTICAL 

MEAN 

MACROPHAGE 

AREA (um 2^- 






PARAMETER 

POOL 


o^A 




OuuLct_ 



3 

4 

3-ANÖ-4 

5 

6 

7 

5, 6 AM©-7 

0-GR 

N r za 

M //**** / 

107 

133 


94 

187 

188 



204 

21 1 

210 

232 

214 

227 

224 


SE 

6 

5 


5 

4 

5 



RSD (0/0) 

28.7 

28.3 


22.8 

26.4 

30.6 


1 —GR 

N ^ 

88 

77 


99 

164 

134 



M ( / 

335 

376 

365 

306 

274 

267 

273 


SE 

13 

15 


13 

9 

8 



RSD (0/0) 

37.2 

35.8 


43. 1 

42.3 

34.2 


2—GR 

N 

M ( /Uwi ) 

100 

90 


81 

68 

81 



242 

267 

259 

201 

262 

297 

275 


SE 

8 

10 


8 

12 

10 



RSD (0/0) 

34.4 

35.2 


37.3 

37.2 

31.1 



BC TABLE 47 

MEAN MACROPHAGE AREA, RESÜSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


6S88Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SUBREPORT P 0500/3057 GDI 03 (R) A2 . WS 


GROUP 

POOL 

DISTRIBUTION 

OF 

MACROPHAGES 

(0/0) 









AREA CLASS 

0 1 

2 

3 

4 5 

6 

7 

8 

9 

10 

11 


0-GR 

3 

0.0 

0.0 

1.9 

1.9 

24.3 

37.4 

28.0 

6.5 

o 

• 

o 

0.0 

0.0 

0.0 


4 

0.0 

0.0 

0.0 

2.3 

18.8 

45.9 

24.8 

6.8 

1.5 

0.0 

0.0 

0.0 


5 

0.0 

0.0 

0.0 

0.0 

8.5 

42.6 

38.3 

9.6 

1.1 

0.0 

0.0 

0.0 


6 

0.0 

0.0 

0.0 

0.5 

19.8 

42.2 

29.4 

7.5 

0.5 

0.0 

0.0 

0.0 


7 

0.0 

o 

• 

o 

o 

o 

1.6 

15.4 

35.6 

33.0 

12.2 

1.6 

0.5 

0.0 

o 

• 

o 

1 -GR 

3 

0.0 

0.0 

0.0 

1.1 

3.4 

12.5 

26. 1 

38.6 

10.2 

6.8 

1 .1 

0.0 


4 

0.0 

0.0 

0.0 

0.0 

5.2 

5.2 

23.4 

26.0 

27.3 

13.0 

0.0 

0.0 


5 

0.0 

0.0 

0.0 

1.0 

5.1 

24.2 

28.3 

24.2 

11.1 

5.1 

1.0 

0.0 


6 

0.0 

0.0 

1.2 

4.9 

4.9 

29.9 

26.2 

21.3 

9.8 

1.8 

0.0 

0.0 


7 

0.0 

0.0 

0.0 

1.5 

8.2 

23.9 

41.8 

15.7 

9.0 

0.0 

0.0 

0.0 

2—GR 

3 

0.0 

0.0 

0.0 

3.0 

15.0 

31.0 

29.0 

19.0 

3.0 

o 

o 

0.0 

0.0 


4 

0.0 

0.0 

0.0 

2.2 

12.2 

20.0 

33.3 

25.6 

5.6 

1.1 

0.0 

0.0 


5 

0.0 

0.0 

0.0 

9.9 

23.5 

42.0 

16.0 

4.9 

3.7 

0.0 

0.0 

0.0 


6 

0.0 

0.0 

0.0 

4.4 

5.9 

27.9 

33.8 

20.6 

5.9 

1.5 

0.0 

0.0 


7 

0.0 

0.0 

0.0 

0.0 

2.5 

19.8 

38.3 

29.6 

8.6 

1.2 

0.0 

0.0 


BC TABLE 48 

RELATIVE DISTRIBUTION OF MACROPHAGES ACCORDING TO AREA 

Remarks iCt or number of cells per determination ^see BC TABLE ..) Classification on the basis of 
/ 10 egual steps on logarithmic scale 
/ ränge: 50 to 1000 um2 
/ classes 0 and 11 out of ränge 


0988206202 ; 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



SUBREPORT P 0500/3057 GDI 03 (R) A3 WS 


GROUP 

STATISTICAL 

PtTTTTTT 

NUCLEUS AREA 

(-ttnr2"T 







PARAMETER 

POOL 


OJudi 





OujJlLs 



3 

4 

3 AND 4 

5 

6 

7 

5, 6 

ANB 7 

0-GR 

M ( aw**' 

SE 7 

107 

134 


95 

192 

192 




60.6 

64.7 

64.1 

64.7 

64.7 

65.7 

65.2 



i.i 

0.8 


1.0 

0.8 

0.7 




RSD (0/0) 

19.0 

14.7 


15.2 

17.6 

15. 1 



1 —GR 

N 

M (/Usrn J 

SE 7 

94 

78 


103 

171 

136 




62.2 

68.2 

66.6 

60.7 

58.1 

60.8 

60.2 



1.3 

1.3 


1.2 

1.0 

1.2 




RSD (0/0) 

20.3 

17.2 


19.6 

23.2 

23.5 



2—GR 

N 

100 

90 


84 

69 

81 




M ( J 

SE 7 

61.8 

1.4 

66.2 

1.2 

64.9 

60.5 

1.3 

63.6 

1.3 

70.7 

1.2 

67.4 



RSD (0/0) 

22.7 

17.6 


19.1 

16.8 

7.0 rT' 










_ i£±i _ 




BC TABLE 49 

MEAN NUCLEUS AREA, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


T988Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 







SUBREPORT P 0500/3057 GDI 03 (R) A4 WS 



GROUP 

POOL 

DISTRIBUTION 

AREA CLASS 

0 1 

OP NUCLEI (0/0) 

2 3 4 

5 

6 

7 

8 

9 

10 

11 

0-GR 

3 

0.0 

0.9 

3.7 

10.3 

27.1 

33.6 

13. 1 

5.6 

3.7 

0.0 

0.0 

1.9 


4 

0.0 

0.7 

0.7 

1.5 

20.1 

31.3 

28.4 

9.7 

5.2 

0.7 

0.7 

0.7 


5 

0.0 

0.0 

0 . 0 

5.3 

16.8 

32.6 

30.5 

8.4 

2.1 

1.1 

3.2 

0.0 


6 

1.0 

0.0 

0. 5 

4.7 

21.9 

25.0 

28.1 

13.0 

1.6 

1.0 

1.6 

1.6 


7 

0.0 

0.5 

0.0 

2.1 

18.8 

28.1 

32.8 

11.5 

2.6 

1.0 

1.6 

1.0 

1 -GR 

3 

0.0 

0.0 

8.5 

8.5 

21.3 

22.3 

19.1 

9.6 

7.4 

2 . 1 

0.0 

1.1 


4 

0.0 

0.0 

0.0 

2.6 

15.4 

29.5 

19.2 

14.1 

10.3 

5.1 

2.6 

1.3 


5 

0.0 

3.9 

3. 9 

9.7 

24.3 

24.3 

16.5 

13.6 

1.9 

1.0 

1.0 

0.0 


6 

1.2 

2.3 

13. 5 

14.6 

17.5 

24.6 

13.5 

5.8 

5.3 

1.2 

0.0 

0.6 


7 

1.5 

2.2 

5. 1 

16.2 

15.4 

25.7 

16.9 

9.6 

3.7 

0.7 

2.2 

0.7 

2—GR 

3 

0.0 

3.0 

7.0 

10.0 

19.0 

20.0 

22.0 

10.0 

4.0 

3.0 

0.0 

2.0 


4 

0.0 

0.0 

2.2 

8.9 

15.6 

20.0 

24.4 

17.8 

3.3 

6.7 

1 .1 

0.0 


5 

0.0 

0.0 

6.0 

16.7 

21.4 

28.6 

9.5 

9.5 

4.8 

3.6 

0.0 

0.0 


6 

0.0 

1.4 

0.0 

11.6 

18.8 

20.3 

26. 1 

15.9 

5.8 

0.0 

0.0 

0.0 


7 

0.0 

0.0 

0.0 

2. 5 

11.1 

16.0 

25.9 

24.7 

12.3 

4.9 

1.2 

1.2 


BC TABLE 50 

RELATIVE DISTRIBUTION OF NUCLEI ACCORDING TO AREA 

Remarksrffor number of cells per determination -£see BC TABLE ..) Classification on the basis of 
/ 10 egual Steps on logarithmic scale 
/ ränge: 30 to 100 um2 
I classes 0 and 11 out of ränge 

^ 


2988Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 




SDBREPORT P 0500/3057 GDI 03 (R) A5 


WS 


GROUP 

STATISTICAL 

PARAMETER 

HBAW- VACUOLE AREA (-tMaS-f- 

P00L cu^d 

3 4 3 M®- 4 

5 

6 

7 

5, 6 ANB 7 

0-GR 

N 2 . 

172 

321 


384 

653 

396 



M ) 

0.73 

0.59 

0.61 

0.67 

0.74 

0.91 

0.82 


SE 

0.09 

0.03 


0.03 

0.03 

0.11 



RSD (0/0) 

163.2 

94.3 



110.7 

230.7 


1 —GR 

N - — •\ 

392 

646 


997 

1228 

615 



M fa™ 1 ) 

3.35 

1.78 

2.21 

2.51 

2.51 

2 M 

2.29 


SE 

0.24 

0.12 


0.32 

0.24 

0.1 6 



RSD (0/0) 

141.8 

167.3 


401.7 

330. 8 

181.1 


2—GR 

N . 

553 

524 


315 

391 

488 



M ( Aasw, ' 

0.99 

1.04 

1.02 

1.18 

0.90 

0.97 

0.97 


SE ' 

0.12 

0.07 


0.10 

0 . 1 0 

0.06 



RSD (0/0) 

275.4 

161.5 


155.0 

213.5 

136. 5 



BC TABLE 51 

MEAN VACUOLE AREA, RESUSPENSION MEDIUM, STATISTICAL PARAMETERS 

Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


C988Z06Z0Z 


j, 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 








SUBREPORT P 0500/3057 GDI 03 

(R) A6 WS 





GROUP STATISTICAL 

PARAMETER 

VACUOLE AREA 

POOL 

3 4 

r\Acuo-pHAO,e 

PER {CBGi; ) 

CuMi 

3 AND 4 5 

6 

7 

5, 6 AND"7 


0-GR 

N 

(.<%>) 

172 

321 

- 

384 

653 

396 

- 


M 

0.53 

0-63 

0.61 

1.08 

1.13 

0.67 

0.88 


SE 

- 

- 

- 

- 

- 




RSD 

(0/0) 

- 

— 

- 

— 

— 

— 


1 -GR 

N 


392 

646 

— 

997 

1228 

615 



M 

(%) 

4.01 

3.74 

3.81 

6.36 

5.72 

3.21 

4.15 


SE 


- 

- 

— 

- 

- 

- 



RSD 

(0/0) 

- 

- 

— 

- 

- 

- 


2-GR 

N 

(%) 

553 

524 

— 

315 

391 

488 



M 

1.97 

1.96 

1.96 

2. 1 4 

1.69 

1.73 

1.76 


SE 


- 

- 

— 

- 

- 

- 



RSD 

(0/0) 

— 








BC TABLE 52 


tlACaoPt-MCne 

•HBftN VACUOLE AREA PER/CfrfiE, RESUSPENSION MEDIUM, 


STATISTICAL PARAMETERS 


Remarks: Pool 3 and 4, 5, 6 and 7 represents the mean of these pools weighted according to 

the number of macrophages/pool. 


*988206202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 






BC TABLE 53 

DISTRIBUTION OF VACUOLES ACCORDING TO SIZE 

Remarks:(for number of cells per determination £see BC TABLE ..) Classification on the basis of 
/ 10 equal Steps on logarithmic scale 
/ ränge: 0.1 to 50 um2 
/ classes 0 and 11 out of ränge 


S988Z06Z0Z 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 
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/ 

SUBREPORT P 0500/3057 GD1 51 (R) Bl 5 WS M 

BC FIGURE 1 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 1, B: pool 2 

representative field, resuspension medium, experiment 1 



1 

/ 


SUBREPORT P 0500/3057 GD151 (R) B15 WS M 

BC FIGURE 2 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 1-GR 

Remarks: A: pool 1, B: pool 2 

representative field, resuspension medium, experiment 1 


SUBREPORT P 0500/3057 GD151 (R) BIS WS M 

BC FIGURE 3 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 3, B: pool 4 

representative field, resuspension medium, experiment 3 


SUBREPORT P 0500/3057 GDI 51 (R) Bl 5 WS M 

BC FIGURE 4 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 5, B: pool 6, C: pool 7 

representative field, resuspension medium, experiment 3 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 


2029028866 




45. KW 83 


Source: https://www.industrydocuments.ucsf. edu/doc§7^tJföOOtP' a " 


2029028867 












45. kw 83 Source: https://www.industrydocuments.ucsf.edu/doc^/CfPftttO00O' 


2029028869 


































i\,SUBREPORT P 0500/3057 GD 1 51 (R) BV'6^ W? M 

BC FIGÜRE 5 

FREE LUNG CELLS IN CYTOCENTRIFÜGE PREPARATIONS , 1-GR 

Remarks: A: pool 3, B: pool 4 

representative field, resuspension medium, experiment 3 


SUBREPORT P 0500/3057 GD151 (R) Bl 6 WS M 

BC FIGÜRE 6 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 1-GR 

Remarks: A: pool 5, B: pool 6, C: pool 7 

representative field, resuspension medium, experiment 3 


SUBREPORT P 0500/3057 GD151 (R) Bl 6 WS M 

BC FIGÜRE 7 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 2-GR 

Remarks: A: pool 3, B: pool 4 

representative field, resuspension medium, experiment 3 


SUBREPORT P 0500/3057 GD151 (R) Bl 6 WS M 


BC FIGÜRE 8 

FREE LUNG CELLS IN CYTOCENTRIFUGE PREPARATIONS, 0-GR 

Remarks: A: pool 5, B: pool 6, C: pool 7 

representative field, resuspension medium, experiment 3 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl 0000 


2029028871 





2029028872 










. /—errz 



2029028873 
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2029028875 















SUBREPORT P 0500/3057 GDI 51 (R) Bl 7 WS M 


BC FIGURE 9 

SDS-PAGE PROTEIN PATTERNS OF VARIOUS POOLS OF FLC, SILVER STAIN 


SLOT 

GROUP 

POOL 

PROTEIN 

(ug) 

1 

Standards 

_ 


2 

1.2.2 

4 

0.91 

3 

Standards 

- 

- 

4 

1.3.2 

7 

1.14 

5 

0.2.3 

4 

1.38 

6 

0.3.3 

5 

1 .48 

7 

0.3.3 

6 
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FATTY ACID METHYL ESTERS FROM FLC, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 11 
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BC FIGURE 12 

FATTY ACID METHYL ESTERS FROM FLC, WEIGHTED MEANS OF POOLS 
Remarks: for details see BC TABLE 11 
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PALMITIC ACID METHYL ESTER (16 : 0) FROM FLC, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 13 
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STEARIC ACID METHYL ESTER (18 : 0) FROM FLC, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 15 
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BC FIGURE 17 

RATIO OF PALMITIC ACID METHYL ESTER (16 : 0) VERSUS STEARIC ACID METHYL ESTER 
(18 : 0), INDIVIDUAL POOLS 

Remarks: for details see BC TABLE 16 < 
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BC FIGURE 18 

RATIO OF PALMITIC ACID METHYL ESTER (16 : 0) VERSUS STEARIC ACID 
METHYL ESTER (18 : 0), WEIGHTED MEANS OF POOLS 

Remarks: for details see BC TABLE 16 
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MEAN RATIO OF PALMITIC ACID METHYL ESTER (16 : 0) VERSUS STEARIC 
ACID METHYL ESTER (18 : 0), EARLY AND LATE POOLS 

Remarks: for details see BC TABLE 17 
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ACID PHOSPHATASE ACTIVITY, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 21 
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RELATIVE NUMBER OF GRANULOCYTES, LAVAGE MEDIUM, CYTOCENTRIFUGE PREPARATION, 
INDIVIDUAL POOLS 
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RELATIVE NUMBER OF GRANULOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE PREPARATION , 
INDIVIDUAL POOLS 
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RELATIVE NUMBER OF LYMPHOCYTES, RESUSPENSION MEDIUM, CYTOCENTRIFUGE 
PREPARATION, WEIGHTED MEANS OF POOLS 
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NUMBER OF MACROPHAGES PER RAT, RESUSPENSION MEDIUM, HEMOCYTOMETER, 
INDIVIDUAL POOLS 
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Remarks: for details see BC TABLE 38 
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Remarks: for details see BC TABLE 40 
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VIABILITY OF MACROPHAGES, RESUSPENSION MEDIUM, WEIGHTED 
MEANS OF POOLS 

Remarks: for details see BC TABLE 40 
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NUMBER OF NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM, INDIVIDUAL POOLS 
Remarks: for details see BC TABLE 42 

! 

9T68Z06Z0Z 

Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 



NOHUIflBLE MRCR . <lE3/rat) 


fl 0500/3057, HQ3444, TH, U133 F1S5 U89 R 


60 —i 


45 H 


50 H 


15 


0 


0 

1 

2 


0-6R 
1 -GR 
2-6R 


fl 

B 

C 


PBS 

PBS + Bsn 
PBS + Ca + Mg, 
PBS + BSfl 


rf 




T 

T 





— 



- 

p- 


0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 1 2 

0 12 0 12 

'POOL 1 

'POOL 2 

'POOL 3 

'POOL 4 

'POOL 5 

'POOL 6 'POOL 7 1 


1 fl 1 B 1 C 1 

LÄUFIGE PROCEDURE 

Sc T( GuR e 3& 

fjÜtl £ GL OT JÜO/U UfTT&LE- HfrCfZO 9^(2 0.^97^/2&Q(ASPEifiJ£(OfiU 

Ti sl> tun, 7ajj>/ n/J)üftL Toolu 

(2.e rqn-rGs, ' £o~C öl-ehsGR -See <TC T<5L 


£168206202 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 






GD151 (R) B24 WS 


M H03445 



SUBREPORT P 0500/3057 


BC PIGURE 37 

NUMBER OF NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM, 
SUM OF POOLS 

Remarks: for details see BC TABLE 42 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 


2029028918 



-p 

CD 

C_ 

'S. 

Kl 

Lü 


60 


0 : 0-GR 

1 ; 1-GR 

2 : 2-GR 


fl s PBS 
B : PBS + BSfl 
C : PBS + Ca + Hg, 
PBS + BSfl 


Qi 


o 

cn 

z> 

LO 

LO 


Kl 

«-< 

Z> 

x" 

LO 

TT 

ro 

o 

X 

fN 

LO 

O 

n 

x 

o 

o 

U) 

o 

X 


CO 
Lü 
LD 
CE 
1 
P- 
O 
CÜ 

o 

CE 


45 H 



15 H 



0 1 2 


0 12 0 12 
_ ( 0 

LflUflGE PROCEDURE 


EFcS 4~l6ü(2tz 

ÜUnZJSf 2 ÖF fJGldl/i B^LTE tlBCQo'?(4/}(3<E?S ?EQ Uß-T^ 

gf^£üE?EKJ<StokJ hej>iuti ( Sun or 'Pools 


(?£ rnoulxS ; fe-c defar/s See PFc T~A<El £ ^ PL. 


Source: https://www.industrydocuments.ucsf.edu/docs/qndlOOOO 


2029028919 






H03446 


JS 


SUBREPORT P 0500/3057 GD151 (R) B24 WS M 


BC FIGURE 37 (continued) 

NUMBER OP NONVIABLE MACROPHAGES PER RAT, RESUSPENSION MEDIUM, 
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Remarks: for details see BC TABLE 42 
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RELATIVE NUMBER OF MULTINUCLEATED MACROPHAGES, RESUSPENSION MEDIUM, 
CYTOCENTRIFUGE PREPARATION, WEIGHTED MEANS OF POOLS 
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MACROPHAGE AREA, RESUSPENSION MEDIUM , WEIGHTED MEANS OF POOLS 
Remarks: for details see BC TABLE 47 


Source: https://www.industrydocuments.ucsf.edu/docs/qndl0000 


2029028925 




INBIFO Institut für biologische Forschung ■ Köln 


SUBREPORT P 0500/3057 GDI 51 (R) B25 WS 


M H03461 


CtL 

U) 

O 

E> 


LO 

LO 


U. 


LO 

CVJ 

H 

3 


X 

f— 


LO 

O 

X 


r\ 

LO 

o 

ro 

v 

o 

o 

LO 

o 

X 


CVJ 

£ 

D 


CE 

Lü 

GE 

CE 

ÜJ 

ID 

CE 

I 

P- 

O 

CE 

<LJ 

CE 


200 H 


ioo H 


0 


500 n 


40 0 H 


300 H 


0 : 0 -GR 

1 : 1 -GR 

2 : 2-GR 


R : PBS 
B : PBS + BSR 
C : PBS + Ca + Mg, 
PBS + BSR 


0 1 2 



0 1 2 


•POOL 1 RMD 2 'POOL 3 RND^POOL 6 RMD 7 1 

| Ä 1 B 1 C 1 

LRURGE PROCEDURE 
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MACROPHAGE AREA, RESUSPENSION MEDIUM, W'EIGHTED MEANS OF POOLS 
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MEAN NUCLEUS AREA, RESUSPENSION MEDIUM, INDIVIDUAL POOLS 
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BC FIGURE 43 

NUCLEUS AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
Remarks: for details see BC TABLE 49 
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BC FIGURE 45 

VACUOLE AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
Remarks: for details see BC TABLE 51 
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BC FIGURE 45 (continued) 

VACUOLE AREA, RESUSPENSION MEDIUM, WEIGHTED MEANS OF POOLS 
Remarks; for details see BC TABLE 51 
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